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They save space, time and money! 


3 cases of new Handi-Squares 
occupy same area as 2 cases 
of standard rounds.:.expand 
plant and truck facilities. The 
changeover cost is quickly 
absorbed by Handi-Squares’ 
all-round economy which 
continues year after year. ORINK 


They cash in on consumer preferences ! 


ate 
Vens’s Housewives prefer milk in a 
* — glass container. They trust its 
protection of milk’s delicate 
flavor. They're voting a 9-to-1 
preference for Squares over 
any other style glass container. 


They profit from increased retailer acceptance! 


Retailers can store up to 50% 
more milk in refrigerators... 
more potential sales, profits 
without expanding refrigera- 
tion. And surveys prove that 
products in returnable glass 
bottles increase other sales. 


Las HANDI- 


The trusted protection, 
new conveniences for 


OWENS-ILLINOIS GLASS COMPANY « TOLEDO} 
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HOW TO DECIDE 


1. First, ask the question, “Is it 
safe?” Wyandotte Steri-Chlor* is 
safe. It is not corrosive to the sur- 
faces of dairy plant equipment. It 
is harmless to clothing and easy on 
the hands of those who use it. It 
leaves no undesirable taste or odor 
after use. 


2. “Is it effective?” Designed for 
use after the washing operation, 
Steri-Chlor furnishes milk bottles, 
butter wrappers, dairy farm utensils 
and all types of dairy plant equip- 
ment with a high degree of sanita- 
tion. It can be used in solutions at 
high temperatures as well as low— 
even up to 200° F. — with a mini- 
mum loss of germicidal activity. 


3. “Is it stable?” In dry form, 
Steri-Chlor is stable and does not 
* Registered trade-mark 


ON A GERMICIDE 


(IN 4 EASY STEPS) 


lose its chlorine strength. When 
Steri-Chlor is put into solution, its 
germicidal properties are continu- 
ously effective. 


4. “Is it easy to use?” Steri-Chlor 
is easily and quickly prepared for 
use. It is readily soluble and gives 
a clear solution with either hard or 
soft water. Steri-Chlor is invalu- 
able, too, as a germicidal rinse for 
workers’ hands. 


Add up all the facts and you'll 
see why so many dairy plant opera- 
tors use this tested compound for 
all germicidal operations. Why not 
get in touch with your nearest 
Wyandotte Representative and ask 
him to demonstrate the advantages 
of Wyandotte Steri-Chlor? He’s 
always at your service. 


WYANDOTTE CHEMICALS CORPORATION 
WYANDOTTE, MICHIGAN ¢ SERVICE REPRESENTATIVES IN 88 CITIES 


Myandotte 


Your advertisement is being read in every State and in 25 Foreign Countries 
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SYSTEM of MILKING COWS 


“The use of elevated Stanchion Parlors resulted 
in a 45 to 60% greater return above feed costs 
over other types of milking systems.” 


Bulletin No. 54 
Washington State College 


With the Surge System you keep the TUG 
and PULL that has caused so many dairy 
farmers to switch to a Surge—you keep the 
short tubes—you still get genuine Surge 
Milking... plus...added convenience and 
increased PROFIT because of reduced 


labor expense. 


Whether it is used ina shining MAIL THE 
bright new parlor or an old 


log barn—a lot of people in 
a lot of places like the Surge. ! 


BABSON BROS. CO. 
2843 W. 19th St., Chicago 23, Ill. Dept. 8088 


Gentlemen: Please send me information on the Surge 
System of Milking. 


SYRACUSE - HOUSTON + LOS ANGELES + KANSAS CITY 
TORONTO «+ ATLANTA + SEATTLE « MINNEAPOLIS 
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UREA 


A NEW SOURCE OF PROTEIN 
FOR RUMINANTS IN 


“TWo-SIXTY-TWo” 
Feed Compound by Du Pont 


DU PONT ““T'wo-Sixty-Two” is a controlled product of high 
quality which has been used successfully and effectively in 
more than 2,000,000 tons of commercially mixed feeds for 
cattle and sheep. It is based on urea, chemically known as 
carbamide, manufactured by Du Pont. ‘*Two-Sixty-Two” 
Feed Compound contains 42% nitrogen which can be uti- 
lized by ruminants as a source of protein. 

Extensive research at many of the leading Agricultural 
Experiment Stations has proved that synthetic urea is a 
completely satisfactory and reliable source of protein for 
ruminants when used as directed. This research covered the 
important phases of feed utilization of ruminants from both 
a nutritional and a physiological point of view. 

A summary of this information is available along with a 
bibliography of the research work on the feeding of synthetic 
urea to ruminants. This summary and a new booklet on the 
use of ‘“T'wo-Sixty-Two”’ in ruminant feeds may be obtained 
by writing E. I. du Pont de Nemours & Co. (Inc.), Ammonia 
Dept., Wilmington 98, Delaware. 


““TWO-SIXTY-TWO"" IS A TRADE MARK, REG. U. S. PAT. OFF. 


BETTER THINGS FOR BETTER LIVING 
THROUGH CHEMISTRY 


Your advertisement is being read in every State and in 25 Foreign Countries 
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BEGINS HERE 


in Michael’s 
Experimental 


BETTER VANILLA 
Plantation 


Near the little Spanish town of Mayaguez stands Michael’s “‘vanillery,” 
where carefully placed vanilla vines, on support-trees, are 
cultivated with tender care. Close by is the U. S. Experimental 
Station, under a joint long-term research agreement with 
David Michael & Co., to the end that better vanilla, greater yield, 
and lower costs may be shared, in turn, with you, the 
manufacturer of ice cream. Look to Michael’s Mixevan for the foremost 
in research, for the finest in vanilla flavoring. 
Mixevan— 


MICHAEL'S 
MIXEVAN _{ pavip MICHAEL CO. 


INCORPORATED 
half a century in the flavoring field 


“ America’s Flavorite” 


3743-63 D Philadelphia 24, Pa. 


Your advertisement is being read in every State and in 25 Foreign Countries 
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— 250 cc. 
SEMEN 
Bovine Formula) 
ready-to-use, 
Dextrose, USP. 
Sodium Citrate, US 


Complete — stable —sterile—saves you time and trouble! 


The new Ortho Semen Diluter saves the 
artificial inseminator much time and effort 
—because it is always ready for imme- 
diate use. It eliminates the tedious task of 
mixing your own diluter for bull semen. 
There are other advantages of Ortho 
Semen Diluter: 
1. It is a complete diluter—requires 
no further additions. 
2. Itis stable—easy to store and handle. 
3. It is sterile—ready to use in field or 
laboratory. 
4. It is sanitary—eliminates danger of 
contamination. 
5. It is uniform—gives uniform results. 


Field tests by several artificial breeding 
rings have established the effectiveness 
of Ortho Semen Diluter. Conception 
rates were increased as high as 20%, 
with 5 to 10% the rule. 


Increase the efficiency of your operations 
with Ortho Semen Diluter. 250cc bottle 
costs only $5.00—10cc vials $6.00 a doz. 
Order today, direct from address below. 


e e 
Free Folder! Get complete details on 
this new and revolutionary product. Send 


for free folder on Ortho Semen Diluter. 
Write card or letter today! 


Copyright 1948, Ortho Pharmaceutical Corp. 


ORTHO PHARMACEUTICAL CORPORATION 


Animal Industry Division, Dept. DS-10 


Raritan, New Jersey 


Your advertisement is being read in every State and in 25 Foreign Countries 
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Kimble Dairy Glassware 


matches the quality standards of a great industry 


e@ Outstanding quality and “as- 
sured accuracy” have established 
Kimble Glassware as the recog- 
nized standard of the dairy in- 
dustry —for test, analysis and 
control. 

Kimble Dairy Glassware meets 
all Federal and State require- 
ments...passes the most rigid tests 


for accuracy and serviceability. 

Every piece of Kimble tubing 
is produced to close tolerances 
on precision automatic machines. 
Every finished Kimble piece is 
retempered to give it extra tough- 
ness. Calibrated ware is marked 
with fused-in glass...then retested 
before shipment. 


The Kimble Manual on Dairy 
Testing, 3rd Edition, is still avail- 
able. It is an authoritative digest 
of the latest dairy test practice. 
We'll be glad to send you a copy. 

Kimble Dairy Glassware is dis- 
tributed by leading dairy supply 
houses throughout the United 
States and Canada. 


Look for the Kimble "K", the visible guarantee of invisible quality 


KIMBLE GLASS To tepo 1, on10 


Division of Owens-Illinois Glass Company 


Your advertisement is being read in every State and in 25 Foreign Countries 
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Cleans Milking Equipment Cleaner_ 


MOST EXTENSIVE EXPERIMENT OF ITS TYPE 
IN THE HISTORY OF THE DAIRY INDUSTRY! 


Ask for a copy of the 38-page report, ‘ 
Agent Cleaning of Mi 


STUDY just released by a leading in- 

dependent laboratory proves that high 
bacteria counts caused by inadequate clean- 
ing methods can easily be reduced. By 
cleaning milking equipment more thoroughly 
and eliminating milkstone, Vel, a neutral 
monoglyceride detergent, drastically reduces 
total and thermoduric counts. 


Write Vel, Dept. M-666, N.J. 
‘Wetting- 


orm, and its Effect 
ah and Thermoduric els of Night and Morn- 
ing Milk,” by the New Jersey Dairy Laboratories. 


For this experiment, the laboratory se- 
lected a group of shippers whose consistently 
high bacteria counts were the result of poor 
milk-handling techniques. These techniques 
were corrected and standardized so that the 
only variable in the milk-handling routine 
was the way in which the milking equipment 
was cleaned. Half the shippers cleaned with 
Vel. The other half cleaned their milking 
equipment by any method they preferred 
except with Vel and the VELocity method. 


VEL AND ONLY VEL 
OFFERS THIS PROOF! 


As shown on the chart (above right), the re- 
sults of this experiment prove the efficiency 
of Vel in reducing bacteria counts. On the 
farms where ordinary cleaning methods were 
used, the bacteria counts remained high. 
Where Vel was used, the bacteria counts, in 
every case, were reduced drastically from 
their former high level. Vel is not a bacteri- 
cide, but is a wetting-agent of the type rec- 
ommended by many agricultural schools. 


Your advertisement is being read in every State and in 25 Foreign Countries 
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y 
#VEL is the trade-mark of the —=R, 
Coigate-Palmolive-Peet Co., 
Jersey City 2, N. J. 


... And VEL cleans 
so much faster...easier! 


Vel is so much faster and easier to use that now, for 
the first time, it is easy for busy farmers to keep their 
milking equipment really clean, and improve the 
quality of their milk. 

Vel flushes out the milk fat and milk slime; so 
brushing is cut to the minimum. In less time, with 
less work... Vel gets milking machines, separators, 
pails, cans, strainers, and churns cleaner than they’ve 
probably been since they were new. 


Your advertisement is being read in every State and in 25 Foreign Countries 
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FOR COUNTING 


BACTERIA 
_ 
AY 


Espectatty calibrated to provide permanent field sizes, Spencer 
Bacteria Count Microscopes facilitate milk inspection by the Breed 
and Brew method. 

These instruments range from simple monocular microscopes with 
single oil immersion objective, calibrated for either the 300,000 or 
the 600,000 factor, to complete binocular instruments with triple 
nosepiece and optics calibrated for both factors. All are equipped 
with cross hair dise—a feature which many bacteriologists have 
found helpful. 

For complete information about these and other Spencer instruments 
essential to dairy control, write Dept. L28. 


American @ Optical 


COMPANY 
Scientific Instrument Division 
Buffalo 15, New York 


Manufacturers of the SPENCER Instruments 


Your advertisement is being read in every State and in 25 Foreign Countries 
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TOUGH 


If you're stopped by a conveyor job that calls 
for ascenders, descenders, curves, shunts, 
extensions, jointed sections, telescopic 
truck-loaders, double-deck or other space- 
saving, special conveying equipment... 
put the problem in the hands of the experi- 
enced Mojonnier Engineer. For years, Mojon- 
nier individually-designed and carefully engi- 
neered Conveyor Systems have been giving 
day-in-and-day-out evidence of their com- 
plete dependability and economy in plants 
everywhere. Send today for your copy of 
Bulletin No. 165, covering all dairy conveying 
operations. 


MOJONNIER BROS. CO., 4601 W. OHIO ST., CHICAGO 44, ILL. 


ENGINEERED POWER 
CONVEYOR SYSTEMS 


Around curves, 
“S"’ curves, up or 
down, Mojonnier 
Model D Chain makes 


MODEL D CHAIN 


—backbone of the 


Mojonnier a tough job look easy. 
Conveyor This is the same prewar 
System chrome manganese steel 


forged chain, heat-treated to 

a hardness of 400 to 450 
Brinnel and with an ultimate 
strength of 28,000 Ibs. now 
handling the greater part of the 
conveying jobs in plants across 
the country. 


Toledo, Ohio. 


CASE HANDLING 
Mojonnier Empty Bottle 
Case Conveyors with 
shunts, feeding four bottle 
washers, Detroit Creamery, 
Detroit, Michigan. 


OTHER MOJC 


TRUCK LOADING 
Mojonnier Baltic Telescopic 
Truck-Loading Conveyor 
which conveys cases to and 
from stacking spot, reduc- 
ing labor costs to a mini- 
mumand speeding handling. 


NNIER PRODUCTS WIDELY 


CANS AND CARTONS 


Mojonnier Two-Chain Con- 
veyors, handling paper ice 
cream cans, at Borden's Ice 
Cream Co., Detroit, Michi- 
gan. 


UNLOADING CASES 


Portion of unloading dock 
case conveyor, also ascend- 
ing conveyor, used to con- 
vey cases from one building 
to another over a driveway 
at Ohio Cloverleaf Dairy, 


SQUARE PAPER BOTTLES 


Model FS Bottle Conveyor 
installed to operate on 
Canco paper bottle filler, to 
convey bottles from dis- 
charge of Mojonnier case 
conveyor in foreground. 


USED BY THE DAIRY INDUSTRY INC 


SQUARE GLASS BOTTLES 
Mojonnier Square Bottle 
Conveyors at Dairy Distribu- 
ters new plant in Milwaukee, 
Wisconsin. 


LOACING — UNLOADING 


Mojonnier Double-Deck 
Case Conveyor System, 
with provision for unloading 
empties and loading full 
cases into truck simultane- 
ously, at Twin. Pines Dairy, 
Detroit, Michigan. 


CAN RECEIVING 
Mojonnier Empty Can Co: 
veyors, providing ample 
storage for truckload of cans 
at Twin Pines Dairy, Detroit, 
Michigan. 


LUDE 


COMPACT COOLERS * COLD-WALL TANKS + TUBULAR HEAT EXCHANGERS * VACUUM PANS _* TUBULAR EVAPORATORS 
COUNTER-CURRENT VATS © TESTERS © FILLERS * PROCESSED CHEESE KETTLES * CASE WASHERS * CUT-WRAP. MACHINES 
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WE CONGRATULATE 


Heifer Calf Class—All American Junior Jersey Show 1948 


THE HUNDREDS OF JUNIORS who participated so eagerly, and 
acquitted themselves so splendidly, in the 1948 All American Jersey 
Show and Junior Jersey Exposition. 


Over 190 Juniors from 16 states exhibited more than 250 Jerseys in the 
Junior Show. Twenty five teams from 18 states competed in the All- 
breed Judging Contest. 


We congratulate not only the boys and girls who competed in the expo- 
sition, but the Club Leaders, Vocational Agriculture Instructors, Exten- 
sion Dairymen and others who, by their hard work, leadership and 
encouragement made it possible for so many Juniors to participate so 
enthusiastically and so well. 


Columbus 15, Ohio 


Your advertisement is being read in every State and in 25 Foreign Countries 
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THE KEEPING QUALITY, SOLUBILITY, AND DENSITY OF POWDERED 
WHOLE MILK IN RELATION TO SOME VARIATIONS 
IN THE MANUFACTURING PROCESS. 
II. SOLUBILITY AND DENSITY’ 


LOUIS J. MANUS? anp U. 8S. ASHWORTH 
Division of Dairy Husbandry, State College of Washington, Pullman 


In judging the quality of whole milk powder, first consideration should be 
given to palatability. Of almost equal importance for proper consumer ac- 
eeptance is the solubility of the powder and the ease with which it may be re- 


constituted. 
REVIEW OF LITERATURE 


Solubility. There are many reports which show that the temperature-time 
relationship of preheating of the milk has a direct relationship to the solubility 
of the resulting powder. However, it should be borne in mind that solubility is 
relative and depends upon the solubility test used. 

Crossley and Johnson (4) concluded that the solubility of milk powder was 
least impaired when the preheating temperature did not exceed 159° F. for 20 
seconds. For temperatures of between 150 and 163° F. for 20 seconds, followed 
by a 3 to 5 minute holding period at a slightly lower temperature, the mean solu- 
bilities found were nearly a constant value only just below that obtained at 
159° F. Even at 167° F. the reduction in solubility was not of commercial sig- 
nificance. Hollender and Tracy (6) compared the solubility indices of powders 
made from whole milk preheated at 150, 170 and 190° F. for 30 minutes and 
- found that the least soluble powders were those made from the milk preheated 
at 190° F. However, Crossley (3), by using the short-time preheating method, 
found little loss in solubility in powder made from milk preheated at 190° F. 
as compared to that in powder made from milk preheated at 165° F., and the 
very small loss of solubility appeared to be more than offset by the increased 
keeping quality with respect to flavor. 

Received for publication February 4, 1948. , 

1 Published as the second part of Scientific Paper no. 751, College of Agriculture and 
Agricultural Experiment Stations, Institute of Agricultural Sciences, State College of Washing- 
ton. 

2 Submitted in partial fulfillment of the requirements for the Ph.D., The State College 
of Washington. 

8 The authors wish to express their appreciation to Mr. J. Frank Cone for the measure- 
ment of the fat globule sizes in the homogenized milk. 

Copyright, 1948, by the Pr Datry SCIENCE ASSOCIATION 
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Wright (20), in studying milks of concentrations varying from 20 to 50 per 
cent total solids and preheated at 194, 203 and 212° F., found that for a given 
temperature, the higher the concentration of the milk the more readily was the 
protein rendered insoluble. He reported that when milk powder containing 
2.5 per cent moisture was exposed to temperature-time relationships ranging 
from 212° F. for 10 hours to 282° F. for 40 seconds, 50 per cent of the casein 
was rendered insoluble. In another experiment, Howat and Wright (7) heated 
spray-dried whole milk powder for 6 hours at 221 to 230° F. Sixty per cent of 
the protein was insoluble when the powder was reconstituted at 68° F. Cross- 
ley and Johnson (4) found that prolonged exposure of milk powder to hot air 
currents, even at 194° F. or less (in bag dust collectors), resulted in significantly 
lowered solubility. 

In 1931, Lampitt and Bushill (10) reported that the decrease in solubility 
of powders of comparable moisture content (less than 6 per cent moisture) was 
almost negligible when stored at room temperature and very much slower than 
at 86° F. Lea and Smith (12) concluded that changes in solubility due to 
storage at ordinary temperatures for a number of years would be exceedingly 
slight with gas-packed powders at reasonably low moisture contents. Lea et al. 
(11) found that a moisture content of 2.2 per cent had no appreciable effect on 
solubility. 

Hollender and Tracy (6) stated that when powders were stored at tempera- 
tures below 68° F., variations in the moisture content between 2.32 and 5.39 per 
cent had no significant effect on the solubility of the various powders studied. 
They observed that those samples which discolored during storage became less 
soluble, that 5 per cent moisture content is about the critical point and upper 
limit for samples to be stored at room temperature without discoloration, and 
that at temperatures of 68° F. or above discoloration takes place regardless of 
the moisture content. They concluded that conditions favorable for brown dis- 
coloration and decrease in solubility of milk powders were preheating the milk 
at 190° F. for 30 minutes, a moisture content of 5 per cent or higher and stor- 
ing the powder at temperatures of 68° F. or higher. 

Wilster et al. (19) listed small particle size, small, uniform-sized fat globules 
and care not to overheat the powder in the drying chamber as favorable factors 
for good solubility of whole milk powder. . 

Density and particle size. Webb and Hufnagel (18) found that the density 
of milk powder could be increased by increasing the degree of preconcentration. 
Mook (15) described a patented method in which the milk was preheated at 160 
to 170° F., condensed to 35 to 40 per cent total solids, and then superheated at 
not less than 170° F. and preferably at 180 to 210° F. until slight coagulation 
occurred. The milk powder from this milk was reported to be of greater density 
and to reconstitute to a fluid with four to eight times the viscosity of reconsti- 
tuted milk from powders produced by the usual procedures. 

Miyawaki (14) found that milk powder made from milk sprayed without 
preheat treatment had more and larger air cells than the powder made from 
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preheated milk. Coulter and Jenness (2) reported that the removal of foam 
from the condensed milk prior to spraying reduced the amount of entrapped 
air in the powder particles and that, on the other hand, whipping air into the 
precondensed milk resulted in greater numbers of air cells and air cell clusters 
in the powder particles. Studying the effect of preheat treatment of milk upon 
the density of the milk powder, Stamberg and Bailey (16) found that the 
densest powder was made from milk receiving the most severe heat treatment. 
The preheat treatments studied were: 150 and 200° F., and 150 and 200° F., 
followed by superheating. The holding time during preheating was constant 
for all samples, but it was not definitely recorded. 

Hunziker (8) stated, ‘‘It has long been observed that an increase in the con- 
centration of the fresh milk is accompanied by an increase in the particle size 
of the resulting spray powder.’’ According to Hetrick and Tracy (5) and 
Hollender and Tracy (6), large-size powder particles were obtained by using a 
low homogenization pressure, low spray pressure and low spray temperature. 


EXPERIMENTAL PROCEDURE 


The manufacturing and storage procedures used were given in an earlier 
publication (13). 

Solubility test. The solubility indices of the powders were determined by 
the method of Cone and Ashworth (1) at intervals of 24 hours and 1, 2 and 6 
months following manufacture. 

It was noted that powder made from the 40 per cent total solids concentrate 
had a higher solubility index than the powder made from the 20 per cent total 
solids concentrate. A portion of the original unconcentrated milk for powders 
no. 108 and 109 was homogenized and subjected to the solubility test. The 
homogenized concentrated milk from which powders 94 to 109, inclusive, were 
made also was subjected to the solubility test and the results compared to the 
solubility index of the fresh powder. In addition, the homogenized concentrates 
from which powders no. 108 and 109 were made were examined microscopically 
to determine if any differences in homogenizing efficiency existed due to differ- 
ences of concentration of the milk. The per cent of fat globules greater than 
5» in diameter in given fields under the oil immersion objective of the micro- 
scope was estimated by Cone and Ashworth (1) by use of a previously calibrated 
Whipple eyepiece. 

Density and particle size. The apparent density was determined on the pow- 
ders stored at 45° F. for 6 to 7 months by using the following procedure: Light 
mineral oil (no. 1) manufactured by the Standard Oil Company was employed 
as the displacing medium. Eight per cent Babcock milk test bottles were found 
to serve excellently as improvised pycnometers (17). The Babcock test bottles 
were carefully calibrated at 25° C. with freshly-boiled distilled water at three 
different levels between the 6.5 and the 8.0 per cent marks on the necks of the 
bottles. The level of the bottom of the meniscus was estimated to 0.1 of the 0.1 
per cent divisions. The density of the oil was determined by use of Hubbard- 


Carmick specific gravity bottles and by use of the above-mentioned calibrated 
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Babeock test bottles. In both cases the average value obtained was 0.8407 with 
a standard deviation of + 0.00001. However, the figure 0.841 was used in the 
density determinations of the powder since the reading of the meniscus of the 
oil level to 0.1 of a 0.1 per cent division was an estimation to 0.002 ml. From 
7 to 11 g. of the powder were introduced into each calibrated Babcock test bottle 
by use of a 2-inch glass funnel from which the stem had been removed. The 
apex of the funnel was placed within the flared opening of the test bottle and 
the powder in the funnel was vibrated into the bottle by use of a ‘‘vibro’’ glass 
marking tool. Mineral oil then was added so as to fill the bulb of the test bottle 
about three-fourths full. The powder and oil were mixed thoroughly by vig- 
orous shaking and then were subjected to 20 inches of vacuum for 20 minutes to 
remove interstitial and adsorbed air. The above conditions for the removal of 
interstitial and adsorbed air were found to give constant results, whereas a 
lesser period of time resulted in the appearance of free air bubbles and a period 
of 30 minutes did not change the results obtained. Upon removal from the 
vacuum, the oil level was raised with additional oil to approximately the 7 per 
cent mark. The samples then were tempered in a 25 + 0.1° C. water bath. At 
the end of 30 minutes the levels of the bottom of the menisci were recorded, 
the bottles were wiped dry and weighed, and the densities calculated. 

The solubility effect of the mineral oil on the constituents of the milk powder 
was checked by determining the specific gravity of mineral oil filtered from 
completed milk powder density determinations. The oil had been in contact with 
the whole milk powder 2.25 hours at the time filtration was begun; filtration 
required an additional 2.75 hours. Triplicate determinations on the specific 
gravity of the oil gave 0.8409, 0.8409 and 0.8410 as the specific gravity. 

Centrifugation also was tried as a means of removing the interstitial and ad- 
sorbed air. Although the results obtained were approximately the same as when 
vacuumization was used, the appearance of very fine particles in the oil meniscus 
precluded accurate reading of the oil level in the stem of the test bottles. 

The sizes of the dry milk particles were determined by examining under the 
oil immersion objective a mineral oil suspension of the powder placed between 
a glass cover slip and a glass slide. The particle sizes were estimated by use of 
a previously calibrated Whipple eyepiece with a grid division of 2.5. The 
number of particles measured per batch varied from 1000 to 5900 particles. 


RESULTS AND DISCUSSIONS 


Solubility. All solubility indices given in table 1 are the averages of three 
determinations. The degree of preconcentration has a very distinct effect on 
the solubility of milk powder. In every comparison of paired milk powders, the 
powder made from the 40 per cent total solids concentrate had a higher initial 
solubility and maintained a higher solubility during storage than did the powder 
made from 20 per cent total solids concentrate. Powders made from either 20 
_ or 40 per cent total solids concentrate showed little if any decrease in solubility 

when stored at 45° F. for 6 months. However, when stored at 100° F. for 6 
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months, powders made from 20 per cent total solids concentrates showed a dis- 
tinct lowering of solubility indices. This decrease was least for the powders 
made from milk preheated at 160° F. for 30 minutes. 

The powders made from the 40 per cent total solids concentrate, except those 
made from milk preheated at 180° F. for 10 minutes, retained to a remarkable 
degree their initial solubility when stored at 100° F. for 6 months. The powder 
made from milk preheated at 180° F. for 10 minutes decreased rapidly in solu- 
bility. It is suggested that the denaturing of the casein initiated by the high 
preheat treatment lowers the solubility of milk powders during storage as is in- 
dicated also in the data presented by Hollender and Tracy (6). They found that 
powders made from milk preheated at 150 and 170° F. for 30 minutes did not de- 


TABLE 1 
Solubility indices of whole milk powders 


Average solubility index after 


Preheat Milkeone., No.of Powder, ave. storage for 
treatment average samples % moisture 
1 day 1 mo. 2 mo. 6 mo. 
(% T.8.) 
Storage at 45° F. 
160° F. 20.2 6 2.7 97.4 97.3 97.4 97.3 
30 min. 38.1 6 2.2 98.8 98.5 98.5 98.5 
170° F. 21.9 4 2.2 98.1 98.5 98.4 98.3 
10 min. 40.7 4 2.0 99.3 99.3 99.3 99.3 
170° F. 21.0 6 2.3 97.8 98.5 98.4 98.3 
30 min. 40.9 6 2.1 99.2 99.4 99.4 99.4 
180° F. 22.8 6 2.3 98.4 98.9 99.0 99.0 
10 min. 40.3 6 2.0 99.1 99.4 99.4 99.3 
Storage at 100° F. 

160° F. 20.2 6 2.7 97.4 97.2 97.3 96.9 
30 min. 38.1 6 2.2 98.8 98.7 98.8 98.5 
170° F. 21.9 aa 2.2 98.1 97.5 97.6 96.7 
10 min. 40.7 4 2.0 99.3 99.3 99.3 99.1 
170° F. 21.0 6 2.3 97.8 98.1 98.1 96.9 
30 min. 40.9 6 2:1 99.2 99.4 99.4 99.1 
180° F. 22.8 6 2.3 98.4 98.1 98.2 96.9 
10 min. 40.3 6 2.0 99.1 99.2 99.1 97.4 


crease in solubility as did powders made from milk preheated at 190° F. for 30 
minutes when stored at room temperature for 67 days. 

The preheat treatment of the milk, as used in this experiment, appears to 
affect the initial solubility of the milk powder only to a very slight degree. 
The initial solubility of the milk powder made from milk preheated at 160° F. 
for 30 minutes was slightly lower than that of milk powder preheated at the 
other temperatures. The initial solubilities of the powders made from milk pre- 
heated at 170 and 180° F. for 10 minutes and at 170° F. for 30 minutes were 
about equal when the powders were made from the 40 per cent concentrate. 
These results are not exactly comparable to those reported by others (6), who 
showed that the powder made from milk preheated at 190° F. for 30 minutes 
was less soluble than the powder made from milk preheated at 150 and 170° F. 
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TABLE 2 
Comparison of the solubility index of homogenized whole milk, homogenized concentrated milk 
and the powder made from the concentrated milk 


‘i % of fat Solubility index 
Powder no. globules over 
' 5p in diam. Milk Powder 


(% T.8.) 

12.88 10 97.8 
108 22.6 5 98.9 97.6 
109 38.6 less than 1 99.3 97.9 


* Original milk from which concentrates for powders no. 108 and 109 were made. 


for 30 minutes. These differences probably are due to the shorter period of ex- 
posure and the lower maximum temperature employed and possibly due to the 
differences in method employed to determine solubility. 

Efficiency of homogenization. It appeared from microscopic examination 
that the more highly concentrated milk is homogenized more efficiently. The 
per cent of fat globules 5, or over in size progressively decreased as the pre- 
concentration increased. The solubility test (1) when applied to these milks 
indicated a direct relationship between high solubility indices and efficient homo- 
genization. Under the conditions of the solubility test employed, it is impossible 
to have a solubility index of 100 per cent. Thus, the unconcentrated, unhomo- 
genized sample shows the lowest solubility index because at least a part of the 
cream layer is retained as insoluble material (table 2). 

In table 3 is shown a further comparison of the solubility indices of concen- 


TABLE 3 
Comparison of the solubility of homogenized concentrated milk and the powder made from tt 


Initial solubility index 


Preheat . 
Powder no.* Milk cone. 
treatment Milk econe.> Powder 


(% T. 8.) 


106 160° F. 23.3 98.6 97.9 
99.3 


30 min. 40.1 99.5 
170° £. 22.8 98.9 98.7 
99 38.9 99.4 98.9 
100 23.4 98.3 97.5 
101 10 min. 42.0 99.1 99.2 
104 22.7 99.1 98.5 


39.4 


20.6 . 
95 41.6 99.3 99.1 
96 21.4 99.1 98.1 
97 39.9 99.2 99.1 
102 39.0 99.1 99.4 
103 10 min. 26.5 99.2 99.3 
108 22.6 98.9 97.6 
38.6 


* The powders are paired. The even-numbered powders and the following odd-numbered 
powders are made from the same milk. 
b Homogenized. 


105 99.3 99.4 
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trated milks and the corresponding powders made from them. The solubility 
indices obtained with the concentrated fluid milk samples no. 94 to 109, inclu- 
sive, range from 98.3 to 99.5. Generally, the less concentrated samples gave 
lower values than did the more concentrated samples. The effect of concentra- 
tion of the milk on the solubility of the powder was even greater than when the 
test was applied only to the concentrated milk. More efficient homogenization 
of the more viscous, heavier concentrate may have resulted in the differences of 
the solubility indices of the milks and the greater differences observed in the 
powders made from the 20 and 40 per cent total solids concentrate. 

Color and solubility. The powders made in this experiment had moisture 
contents which ranged from 1.5 to 3.1 per cent. None of the powders was dis- 
colored noticeably after storage for 180 days at 100° F. Krienke and Tracy 
(9) showed that brown discoloration of powder takes place at all storage tem- 
peratures, the discoloration increasing with increased moisture in the powder. 
Discoloration was accompanied by decreasing solubility. Hollender and Tracy 
(6) stated that it was evident that there was a critical point in the neighborhood 
of 5 per cent moisture content which represented the upper limit of moisture 
for samples stored at room temperature without deterioration in flavor and 
color. However, they found discoloration of milk powders would occur at 68° F. 
or higher, regardless of moisture content. They stored samples of milk powder 
with moisture contents varying from 2.32 to 5.39 per cent at 98.6° F. All of 
their samples discolored within 67 days. The lower average moisture content of 
the present samples may have prevented noticeable discoloration. 

Density and particle size. The apparent density of the powdered milk is 
important for it affects packing volume and ease of handling as well as ease 
of reconstitution. The effects on packing volume and ease of handling or pack- 
aging are well known in the commercial field. 

Webb and Hufnagel (18) found that increasing preconcentration of the milk 
resulted in powders with increased densities. In agreement with their findings, 
it was found in this work that with a given preheat treatment there was a direct 
correlation between density and preconcentration of the milk (table 4). This 
direct correlation of density with degree of precondensing was noted in every 
instance except for powder no. 94. In the production of this powder, trouble 
was experienced with continuous clogging of the air outlet of the spray nozzle. 
It is believed that this prevented normal atomization of the milk, resulting in a 
heavier, coarser powder. 

Increasing the degree of preconcentration from 20 to 40 per cent total solids 
resulted in whole milk powder not only of greater density but with a higher 
percentage of the larger-size powder particles (table 5). Wilster et al. (19) - 
stated that one of the factors favorable to reconstitutability of dry milk was 
small particle size. The powders with the highest solubility indices, as re- 
ported in this paper, had the highest percentage of the large size particles. 
However, it must be noted that in nearly all of the powders examined, 95 per 
cent of the particles were less than 10,» in diameter (table 5). All of the 
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Whole milk powder densities 


TABLE 4 


Powder Av. density 
3 $5; : Densities at 25° C. 
$ % fate % T.S. sample group 
(% T.S.) 
70 21.9 1.161, 1.162, 1.162 1.162 
72 18.0 1.180, 1.178, 1.181 1.180 
76 160° F. 19.9 26.3 97.7 1.176,1.175, 1.170 1.174 
106 23.3 28.4 97.5 1.152, 1.153 1.153 
for 
71 38.9 1.214, spilled 1.214 
73 30min. 38.6 1.216, 1.213, 1.211, 1.212, 1.215 1.213 
77 39.3 263 97.8 1.206, 1.209, 1.208 1.208 
107 40.1 28.4 97.6 1.189,1.188 1.188 1.206 
88 19.6 265 97.9 1.162, 1.165, 1.163 1.163 
92 20.5 263 97.9 1.163, 1.160, 1.162 1.162 
100 170°F. 23.4 29.4 97.6 1.135, 1.136 1.136 
110 23.9 28.3 97.6 1.155, 1.158, 1.157 1.157 
for 
89 42.2 26.6 98.2 1.198,1.197, 1.201 1.199 
93 10min. 41.3 265 985 1.198,1.199 1.199 
101 42.0 29.5 97.9 1.185, 1.188, 1.186 1.186 
111 37.4 28.3 97.5 1.193, 1.193, 1.192 1.193 1.194 
74 20.8 1.178, 1.178, 1.177 1.178 
78 22.0 26.4 97.6 1.169, 1.170, 1.170 1.170 
80 21.0 26.1 97.7 1.164, 1.165, 1.165 1.165 
82 170° F. 19.3 26.1 97.8 1.159, 1.160 1.160 
84 20.3 26.1 97.9 1.158,1.158 1.158 
1.157, 1. 1.156 


1.195, 1.192, 1.193 1.193 
79 30min. 40.7 26.5 97.9 1.204, spilled 1.204 
81 40.3 26.2 98.2 1.206, 1.209 1.208 
83 40.3 26.2 98.1 1.199, 1.195 1.197 
85 40.3 26.1 98.0 1.202, 1.201, 1.202 1.202 
105 39.4 27.9 97.7 1.192, 1.194 1.193 1.198 
86 22.0 28.1 97.8 1.164, 1.159 1.162 
90 22.1: 26.7 97.4 1.154, 1.157 1.156 
90> 22.1 26.7 97.4 1.152,1.155 1.154 
94e 20.6 28.4 98.1 1.196, 1.194, 1.197, 1.193, 1,195,1,196 1.195 
98 22.8 283 97.9 1.139, 1.140, 1.138, 1.138, 1.141,1.141 1.140 
103 180° F. 265 283 97.2 1.162,1.164 1.163 
108 22.5 29.0 97.6 1,151,1.151 1.151 1.154 
for 
87 416 28.2 98.4 1.189,1.190 1.190 
91 10min. 41.9 27.8 98.2 1.196,1.197 1.197 
95 41.6 27.5 98.0 1.182, 1.182, 1.179, 1.182 1.181 
99 38.9 28.3 98.0 1.187, 1.189 1.188 
102 39.0 284 97.4 1.189, 1.189 1.189 
38.6 97.8 1.189,1. 1.188 


@ Calculated per cent fat based on per cent fat in the fresh milk. 
b Adsorbed and interstitial air removed by centrifugation. 

¢ During the production of this powder, the air outlet of the atomizing nozzle was ap- 
mtly out of adjustment and became clogged continuously, preventing normal atomization. 


This result, therefore, is not included in the average. 
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powder produced for this experiment may be classified as of small particle size, 
for Hunziker (8) indicates the size of milk powder particles produced commer- 
cially by the spray process ranges from 10 to 100 », with 80 per cent of the par- 
ticles being in the relatively coarse group. 

_ In the solubility tests, it was noted that the powders from the 20 per cent 
concentrate always were highly charged. Even the slightest handling of this 
lighter powder markedly increased the static charge and made the handling of 
this powder difficult. Consequently, the dense powder may play a favorable 
role in the reconstitutability of whole milk powder, because its lesser tendency 


TABLE 5 
Size distribution of powder particles 


% of particles—Diameters in microns 
Preheat 


treat. 0-5 5-10 10-15 15-20 20-25 25-30 
(% 


15.2 
16.3 
26.2 
29.7 


11.5 
16.5 
31.3 
25.4 


0.10 
0.33 


0.03 
0.09 
0.39 
0.47 


16.5 
18.1 
23.4 
27.2 


21.6 
14.9 
22.5 
21.5 


0.04 
0.08 
0.13 
0.75 0.25 


1 
3 
4 
6 
0. 
0. 
5. 
4. 
1. 
4 
5. 
3. 
1 
2. 
3. 
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to build up a high electrostatic charge appears to reduce the wettability of the 
powder, and the dense powder naturally has less occluded air. 


SUMMARY AND CONCLUSIONS 


(1) Precondensing milk to a level of 40 per cent total solids resulted in a 
spray-dried powder of higher solubility than when the milk was precondensed 
to a level of 20 per cent total solids. 

(2) The powders made from the milk of all preheat treatment levels and 
concentrated to the 40 per cent level reconstituted quickly and without a visible 
film of specks on the glassware. For all practical purposes, they were 100 per 
cent soluble at the end of 6 months of storage at 45° F. 

(3) The solubility of the powders made from milk preheated at the lower 
temperatures and precondensed to 40 per cent total solids did not decrease ap- 
preciably when stored for 6 months at 100° F. A preheat treatment at 180° F. 
for 10 minutes appears to induce heat denaturation of the protein, which is con- 


Powder 
™ 30-45 
72 18.0 83.0 0.1 
70 160° F. 21.9 79.1 0.7 0.24 
73 30 min. 38.7 68.4 0.8 0.53 
17 39.3 61.4 18 0.50 0.50 
88 19.6 88.0 7 
110 170° F. 23.9 82.6 
111 10 min. 37.4 61.9 P| 
101 42.0 67.1 0.47 0.21 
74 20.8 81.7 
80 170° F. 21.0 80.6 
85 30 min. 44.3 70.4 0.16 0.02 
75 44.4 65.9 0.16 0.10 
94 20.6 74.9 
98 180° F. 22.8 83.4 
109 10 min. 38.6 73.9 
95 41.6 72.2 0.57 
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tinued when the powder is stored at 100° F., resulting in continued loss of 


solubility during storage. 
(4) A method for quickly and accurately determining the density of whole 


milk powder is presented. 

(5) The density of milk powder increases with increasing preconcentration 
of the milk. The powders made from milk concentrated to 40 per cent total 
solids were easier to reconstitute, did not take up as much space, and did not as 
readily develop a high electrostatic charge as did the powders made from the 
20 per cent total solids concentrate. 
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EFFECT OF THYROXINE ON OXYGEN CONSUMPTION OF 
BOVINE SPERMATOZOA AND SEMEN’ 


A. B. SCHULTZE anp H. P. DAVIS 


Department of Dairy Husbandry, Agricultural Experiment Station, 
University of Nebraska, Lincoln 


Previous studies have shown that the rate of oxygen consumption of sper-. 
matozoa may be related to fertility (3, 9). Other studies have shown that 
thyroxine increases the oxygen consumption of some tissues in vitro (1, 2). 
Since certain oxidative mechanisms may play a role in spermatozoan physiology 
similar to that in other respiring cells (4, 5), the purpose of this experiment 
was to determine the effect of thyroxine on oxygen consumption and, ultimately, 
to study the effect of thyroxine on semen fertility. The results obtained with a 
measured amount of thyroxine on the oxygen consumption of bovine spermato- 
zoa and semen are reported in this paper. 


METHODS 


Bovine semen was collected by use of the artificial vagina under conditions 
as aseptic as possible. Experiments with washed and unwashed spermatozoa 
were carried out. In experiments with washed spermatozoa, the semen was 
cooled slowly to 4.5° C. immediately after collection and diluted with a phos- 
phate buffer.? The diluted semen was centrifuged and the diluted seminal fluid 
removed. Phosphate buffer then was added in amounts to make up the original 
diluted volume. Experiments on unwashed semen were made on samples col- 
lected as described above and diluted with a diluent composed of one part fresh 
egg yolk to ten parts phosphate buffer. The rate of semen dilution varied for 
different samples. Since preliminary experiments indicated that thyroxine 
exerts its effect on respiration rate only after it has been in contact with the 
spermatozoa for several hours, the determinations in these experiments were 
made 10 to 30 hours after addition of thyroxine to the semen or spermatozoa. 
Only a limited number of the centrifuged and washed semen samples main- 
tained respiratory activity at a level high enough for a reliable determination 
after 10 to 30 hours of storage. Preliminary work (7) indicated that from 0.3 
to 1.0y of pi-thyroxine in 10 ml. of diluted semen brought about an average 
increase in oxygen consumption. Therefore, 0.7 y of pu-thyroxine per 10 ml. 
diluted semen or washed spermatozoa was used in all of the determinations. 

The pi-thyroxine was prepared by isolation from iodocasein which was 
thyroidally active.* A weighed amount of this thyroxine was added to distilled 
water, completely dissolved by adding 0.1 N NaOH drop by drop and this solu- 

Received for publication May 10, 1948 
1 Published with the approval of the Director as Paper no. 449, Journal Series, Nebraska 


Agricultural Experiment Station. 
2 Made up of 20 g. Na, HPO, - 12 H,O plus 2 g. KH,PO, in 1,000 ml. boiled distilled water. 


3 Supplied by Dr. E. P. Reineke of Michigan State College, East Lansing 
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tion made up to a volume giving 100 y thyroxine per ml. For use in treating 
semen, this thyroxine solution was diluted further with a phosphate buffer so that 
1 ml. of solution contained 5y. A portion of each semen sample was treated 
with thyroxine and another portion used as a control. The pH was adjusted so 
that it was the same in treated and control portions. 

Oxygen consumption was determined with a Barcroft-Warburg respirometer 
at 37° C. The manometers were shaken at a rate of 110 oscillations per minute. 
Care was taken to mix the semen thoroughly before dividing it into portions. To 
determine the variability of results due to sampling and operation of the respiro- 
meter, the oxygen consumption of two untreated portions of a semen sample was 
determined. The standard deviation of the difference between two like samples 
for ten determinations was found to be 1.24 mm.’ oxygen. The concentration of 
spermatozoa in the original semen, was determined -with a hemocytometer. 

To determine the influence of bacterial contamination on results, oxygen con- 
sumption determinations were made on thyroxine-treated and untreated portions 
of semen in-which the spermatozoa had been killed by adding a measured quan- 
tity of water to the raw semen before dilution or by warming and cooling of the 
semen. Also, oxygen consumption determinations were made on treated and con- 
trol semen to which 800 units of pencillin per ml. had been added. Dilution was 
one part semen to four parts buffer. 


EXPERIMENTAL 


The effect of thyroxine in a concentration of 7 y per cent on the oxygen con- 
sumption of bovine spermatozoa and semen is shown for individual semen samples 
in table 1. On a basis of the oxygen consumed per 100 million spermatozoa per 
hour, the results show that the average was 8.48 mm.’ for control semen and 
9.20 mm.* for thyroxine-treated semen. These values were obtained with semen 
stored from 10 to 30 hours at 4.5° C. and with varying concentration of sperma- 
tozoa. On the same basis, control semen consumed an average of 8.12 mm.* 
oxygen when the concentration of spermatozoa in the original semen was below 
800,000 per mm.°, whereas these same semen samples when treated with thy- 
roxine consumed 8.00 mm.*. Apparently, no average change in the amount of 
oxygen consumed was brought about with the addition of thyroxine. Control 
semen with a spermatozoan concentration of more than 800,000 per mm.* and less 
than 1,400,000 per mm.° in the original semen consumed 8.66 mm.* oxygen, 
whereas these same semen samples treated with thyroxine consumed 9.64 mm.® 
oxygen, an average increase of 11.2 per cent. 

The results obtained were correlated with spermatozoan concentration of the 
original semen. In general, as the spermatozoan concentration of the original 
semen increased from 800,000 to 1,400,000 per mm.*, there was a progressively 
greater increase in oxygen consumption resulting from the presence of DL- 
thyroxine. With semen having a spermatozoan concentration of less than 800,- 
000 per mm.’, there was little or no change in the oxygen consumption due to 
the presence of thyroxine. The correlation coefficient representing the degree 
of this relationship was found to be +0.60. This is a statistically highly sig- 
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nificant correlation for the number of determinations involved. This relation- 
ship apparently was not due to spermatozoa number per se, because the actual 
number of spermatozoa present in each determination was not related to increas- 
ing oxygen consumption resulting from thyroxine treatment. The correlation 
coefficient representing the degree of the latter relationship was + 0.19. There- 
fore, it is believed that differences in changes of oxygen consumption due to 
thyroxine are due to variations of some character of semen that is associated 


TABLE 1 
Effect of 7 y DL-thyroxine per 100 ml. of diluted semen on oxygen consumption 


Oxygen consumption 


Sperm 
concentration No. — % of 
rl 
diluted sample Control Treated 
(Millions) (mm.3) (mm.3) 
Washed, diluted semen 
700 280 26.56 23.54 88.6 
800 266 12.16 14.06 115.6 
800 266 24.60 27.68 112.5 
900 450 33.47 35.76 106.8 
1,000 600 32.06 36.09 112.6 
1,160 1,160 29.41 31.22 106.1 
Unwashed, diluted semen 
300 120 11.44 11.08 96.9 
350 170 14.36 13.84 96.4 
450 360 23.34 26.06 111.7 
550 220 23.99 23.57 98.3 
688 688 36.74 33.94 92.4 
700 350 24.28 22.73 93.6 
725 482 37.61 42.39 112.7 
800 400 75.81 72.63 95.8 
820 410 28.58 28.39 99.3 
900 360 16.68 21.37 128.0 
980 290 21.36 22.86 107.0 
1,000 1,000 52.84 59.79 113.2 
1,000 100 20.27 22.00 108.5 
1,100 220 27.08 32.48 119.9 
1,100 440 46.46 48.30 103.9 
1,000 440 27.69 34.47 124.5 
1,130 900 65.68 75.62 115.1 
1,200 480 45.61 50.45 110.6 
1,220 490 29.53 34.27 116.1 
1,220 1,220 43.25 51.11 118.2 
1,375 680 111.60 136.40 122.2 


with spermatozoan concentration of the original sample and not to sperm num- 
bers per se. 

Although not enough evidence has been obtained on semen from individual 
bulls to draw definite conclusions, it appears that semen from some bulls usually 
increases in its ability to consume oxygen when thyroxine is present, and semen 
from these bulls usually has a high spermatozoan concentration. Other bulls 
seem to produce semen that is depressed or not influenced in its ability to con- 
sume oxygen when thyroxine is added and usually is low in spermatozoan con- 
centration. In cells such as bovine spermatozoa that vary considerably in their 
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physiology, as is indicated by their varying ability to effect fertilization, it is 
not surprising that the reaction to experimental conditions varies. Varying 
effects on the oxygen consumption of different tissues due to the influence of 
thyroxine have been reported by other workers (2, 8). 

Bacterial contamination cannot be avoided entirely in semen: collection, and 
its influence on total oxygen consumption may affect results. Therefore, the 
oxygen consumption of semen samples with the spermatozoa killed was deter- 
mined for 12 samples. One portion of the sample containing dead spermatozoa 
was treated with thyroxine and another untreated portion served as a control. 
The average oxygen consumption of these 12 samples with dead spermatozoa was 
3.26 mm.* per hour, with a standard deviation from the mean of 1.97 mm.*. Ac- 
tual variation was from an amount of oxygen which could not be detected to 
6 mm.* per hour. For these same semen samples with thyroxine added, the 
average oxygen consumption was 3.68 mm.* per hour. With semen to which 
penicillin had been added immediately after collection and dilution, there ap- 
peared to be a similar response to thyroxine, except that the percentage increase 
in oxygen consumption with thyroxine was less than that to which no penicillin 
had been added. Increases of from 2 to 12 per cent in the oxygen uptake were 
obtained with 8 semen samples. The decreased response may be due to the inter- 
ference by penicillin with oxidative mechanisms of the spermatozoa as well as 
that of bacteria. 

The results obtained in these experiments indicate that total oxygen consump- 
tion of spermatozoa is influenced by contaminating substances. However, since 
washed spermatozoa, as well as unwashed and penicillin-treated semen, showed a 
similar pattern of response to added thyroxine, it is assumed that spermatozoau 
metabolism was affected by the treatment. 

Wide variability between the oxygen consumption of individual semen sam- 
ples is influenced by individuality of the semen sample, length of time the semen 
was stored, the rate of dilution (6) and probably by unavoidable differences in 
handling individual semen samples. 


SUMMARY 


Bovine spermatozoa and semen, diluted with a phosphate buffer, were treated 
with 7 y per cent pL-thyroxine. 

Oxygen consumption generally was increased with the addition of thyroxine 
in semen samples with an original spermatozoan concentration of from 800,000 
to 1,400,000 per mm.’ 

Semen samples with a spermatozoan concentration of less than 800,000 per 
mm.* in the original semen were not influenced on the average by the presence 
of thyroxine in the concentration used. 

The ability of semen to respond with increased respiration rate to added thy- 
roxine appears to be related to scme factor that is associated with original sper- 
matozoan concentration. 

The influence of bacterial and other contamination on results has been dis- 
cussed. Its exact influence remains unevaluated. 
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RETENTION OF ASCORBIC ACID, CHANGES IN OXIDATION-REDUC-— 
TION POTENTIAL, AND THE PREVENTION OF AN OXIDIZED 
FLAVOR DURING FREEZING PRESERVATION OF MILK 


R. W. BELL 


Division of Dairy Products Research Laboratories, Bureau of Dairy Industry, Agricultural 
Research Administration, U. 8S. Department of Agriculture, Washington 25, D. C. 


Outstanding among beverage milk problems is the prevention of the flavor 
described as oxidized, tallowy or cappy, that tends to develop in milk that is 
produced under sanitary conditions and has a low bacterial content. 

Preservation of milk by freezing is a means of studying the oxidized flavor 
problem which has been little utilized. In the frozen state, milk is more stable 
than in the unfrozen state, and its changing characteristics can be studied over a 
longer period. Babcock et al. (1), using samples packaged in paper at a large 
dairy, found the milk of acceptable beverage quality after storage at -32.8° C. for 
115 days. At higher temperatures frozen milk is not as stable and, in the author’s 
experience, always eventually becomes oxidized in flavor. The onset of this de- 
fect is a limiting factor in the preservation of milk by freezing and, therefore, 
is of economic importance. 

There are at least four forms of ascorbic acid—two that are levorotatory 
and are called ascorbic acid and dehydroascorbie acid and two that are dextro- 
rotatory. The latter two are not biologically active. Of the former, each of 
which is equally biologically active, ascorbic acid is the only form of vitamin C 
present in milk in the mammary gland (6). The oxidized flavor ordinarily is 
detected in milk containing dehydroascorbic acid, the first oxidation product of 
ascorbic acid, as well as ascorbic acid. Krukovsky and Guthrie (7) concluded 
that ascorbie acid oxidation is an essential link in the chain of the reactions 
resulting in the development of the tallowy (oxidized) flavor in milk, and that 
apparently the oxidation of the lipid fraction of milk is coupled to that of as- 
ecorbie acid when a certain equilibrium between ascorbic acid and dehydro- 
ascorbic acid has been established. 

Greenbank (4) believes that the development of an oxidized flavor in milk 
is related to a change in the oxidation-reduction potential, and that variations 
in milks can be explained on the basis of differences in their poising action. 

Dahle and Palmer (3) have expressed the situation as follows: ‘‘A condition 
in the milk which is favorable to the production of the oxidized flavor is ap- 
parently favorable to the destruction of vitamin C.’’ They found that the as- 
corbie acid content gradually decreased during the holding period in all cases, 
regardless of the development of off-flavor. The reduction in vitamin C was 
nearly as great in the normal milk as in the milk that developed the off-flavor. 


EXPERIMENTAL METHODS 


The titration of the milk for reduced ascorbic acid was carried out according © 
Received for publication May 29, 1948 
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to the procedure published by Sharp (9). The solution of sodium 2,6-dichloro- 
phenolindophenol was prepared and standardized as described by Stewart and 
Sharp (11). 

In obtaining the milk, no attempt was made to select milk from individual 
cows, based on their tendency to produce milk that readily developed an oxi- 
cized flavor. Morning milk was utilized and was processed in the course of the 
forenoon. Copper contamination was avoided by employing hand milking and 
by having the milk delivered in the can into which it was poured from the 
milk pails. 

To delay and prevent the onset of an oxidized flavor, Sharp et al. (10) de- 
aerated milk. A convenient laboratory apparatus for deaeration of milk is the 
one devised by Mottern and Von Loesecke for deaeration of citrus juices (8). 
This was utilized in the present work. 

In deaerating the milk, 12-1. balloon flasks were used and the vacuum was 
29 inches. The warm deaerated milk was poured directly into clean well-tinned 
eans of about 150 ml. capacity, the cans sealed and their contents frozen. Three 
cold-air storage spaces were utilized: one had a temperature of —10° C., another, 
—16° C., and the third, -27° C. The temperature of the air in these spaces 
varied several degrees Fahrenheit. The ascorbic acid was dissolved in a small 
volume of distilled water and added to the milk. 

Unhomogenized milk was found less suitable for these experiments than 
homogenized milk, since it is less resistant to the onset of the oxidized flavor 
(13) and, on thawing, shows inferior distribution of insoluble solids. Homogeni- 
zation was effected at 2,500 lb. pressure per square inch immediately after heat- 
ing the milk at 62° C. for 30 minutes. The frozen milks were thawed by im- 
mersing the cans in warm water. 

Oxidation-reduction (E,) measurements were made with a battery-operated 
pH meter, using a calomel half-cell. One end of an agar-KCl glass bridge 
rested in a saturated potassium chloride solution and the other in the sample 
of milk in a glass beaker. Also partially submerged in the potassium chloride 
solution was the calomel half-cell and, in the milk was a gold foil electrode fused 
to a gold wire; these were connected to the jacks of the meter. Each day the 
electrodes were used, they first were cleaned in the flame of an alcohol lamp, 
this flame being more suitable than the less pure flame of a Bunsen burner. Each 
E, value in the following data is the average of three readings obtained with 
three electrodes. With but few exceptions, results with the three electrodes were 
in excellent agreement. 

The E, values of a set of thawed milk samples were obtained either late in 
the forenoon and again in the afternoon or in the course of the same afternoon 
but an hour or two apart. In ease of differences between the two readings on 
the same sample, an average value usually was regarded as most representa- 
tive. The older the samples, the greater this difference was likely to be. 

The hand-drawn, uncooled morning milk was processed as follows: C (the 
control)—At the end of the holding period of 30 minutes at 62° C., the milk 
was homogenized at 2,500 lb. pressure per square inch, cooled, canned and 
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frozen. CD—Similar to C except that it was deaerated as already described 
above its boiling point (50° C.) just before it was canned. P 20—Same as the 
control, except that a solution of ascorbic acid was added to the cooled milk at 
the rate of 20 mg. per 1. of milk. P 20 D—Same as P 20 except that it was de- 
aerated above its boiling point after the addition of the vitamin. P 40—Same 
as P 20 except that 40 mg. of ascorbic acid per 1. of milk was added instead of 
20. P 40 D—Same as P 40 except that the warm milk was deaerated after the 
addition of the vitamin. 20 P—Same as P 20 except that the ascorbic acid was 
added to the raw milk. 20 PD—Same as 20 P except for deaeration just before 
canning. 40 P—Same as P 40 except that the vitamin was added to the raw 
milk. 40 PD—Same as 40 P except that the vitamin fortified milk was de- 
aerated before it was canned. 


EXPERIMENTAL RESULTS 


Figure 1 presents the results of an experiment designed to show the retention 
at -27° C. of ascorbic acid in milk prepared under various conditions and the 
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Fic. 1. Retention of ascorbic acid in milk stored at -27° C. and the effect of deaeration 
and of fortifying the milk with ascorbic acid upon the rate of development of an oxidized 
flavor. Oxidized flavor intensity is indicated on the curves as follows: tr=trace, v sl=very 
slight, sl= slight, ox= oxidized, st=strongly oxidized, and v stcvery strongly oxidized. 
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rate of development of an oxidized flavor. To hasten the rate of freezing, these 
eans of warm milk were immersed in alcohol at —16° C. to -which dry ice was 
added to obtain agitation and to prevent a rise in temperature. Samples were 
examined after they had been in storage 21, 42,-68, 112 and 147 days. As soon 
as each fresh milk had been prepared, a small portion was placed in a room 
maintained at 2 to 4° C. After 9 days, only staleness was detectable in these 
fluid samples. They were not oxidized. 

The ascorbic acid content of the fresh samples was determined 3 to 4 hours 
after they were placed in the cold room. There was substantially more ascorbic 
acid in the deaerated than in the undeaerated fresh milks, and this difference 
was essentially the same in all the thawed samples that were examined during 
the storage period. Little significance is attached to the apparent advantage of 
adding ascorbic acid after pasteurization rather than before. Additional evi- 


dence on this point is needed. 
A straight line drawn from the beginning of each curve to its end would be 


TABLE 1 


Reduced ascorbic acid content and E, of the samples of experiment 2 
after 4 days at 2 to 4° C. 


Oxidation-reduction 


Sample no. Reduced ascorbic acid potential 

(mg./l.) (millivolts) 
Cc 0.0 284 
cD 0.0 281 
P 20 0.0 289 
P 20 D 2.4 278 
P 40 4.2 280 
P 40D 13.8 256 
P 60 16.2 252 
P 60 D 31.8 237 


nearly horizontal, especially those lines representing portions of the milk that 
were fortified with ascorbie acid after pasteurization. Although the concentra- 
tion of ascorbic acid decreased only slightly, these samples all developed a strong 
oxidized flavor but at different rates. On a percentage basis, ascorbic acid reten- 
tion was least in the control and greatest in the deaerated milk that was fortified 
after pasteurization. 

The body of all the thawed samples was good. There was no apparent flaki- 
ness or fat separation. 

Figures 2, 3, and 4 illustrate the relationship in thawed milk between reten- 
tion of ascorbie acid, the oxidation-reduction potential and the onset of the oxi- 
dized flavor. The morning milk was hand-drawn and, except as indicated, was 
processed and labeled as in the preceding experiment. All canned samples were 
in a hardening room before noon for freezing and storage at -16° C. Four days 
after samples of the freshly prepared milks were placed in the 2 to 4° C. room 
there was a trace of an oxidized flavor in the control, and the deaerated samples 
were not as flat in flavor as the non-deaerated ones. Their ascorbic acid content 
and E, values are given in table 1. 
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The reduction in E, in the freshly prepared samples, as additional units of 
ascorbic acid were added, is shown in figure 2. The average of several measure- 
ments on different milks, in which increments of 25 mg. of ascorbic acid per 1. 
of milk instead of 20 were added, is as follows: first, 25 mg./l., 38 millivolts; 
second, 25 mg./1., 20 millivolts; third, 25 mg./l., 11 millivolts; and fourth, 25 
mg./1., 7 millivolts. 

After 23 days in storage, a set of samples was thawed by placing the cans in 
warm water. Each can was shaken, opened and a portion poured into a small 
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Fie. 2. Retention of ascorbic acid, changes in E,, and the development of an oxidized 
flavor in milk stored at —-16° C. Broken lines represent mg./l. of ascorbic acid, solid lines 
the E, of the samples. (Flavor designations as in fig. 1.) 


beaker, after which the opened cans were covered and stored at 2 to 4° C. The 
beaker samples were warmed to 30° C. and their ascorbic acid content and oxi- 
dation-reduction (E,) values determined. The titrations showed losses in the . 
reducing agent (ascorbic aci.!), and the E, measurements disclosed increases in 
oxidation-reduction potential. Examinations of samples thawed at later dates 
indicated a continuing decrease in ascorbic acid content but a decrease in E, 
followed by an increase. At the same time, an oxidized flavor became detectable 
and increased in intensity in most of the milks, the rate of increase being greatest 
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in the control. When a sample which had been fortified by the addition of 
60 mg. of ascorbic acid per 1. of milk and then deaerated before it was frozen 
was examined after 160 days in storage, no trace of an oxidized flavor was found. 
After 51 days in storage, the older these samples were when they were thawed, 
the greater was the separatiun of insoluble solids. 

Two and 3 days and again 4 to 7 days after each set of thawed milks had been 
placed at 2 to 4° C., beaker samples were obtained, warmed to 30° C. and the 
concentration of ascorbic acid and the oxidation-reduction potentials re-deter- 
mined. These data are plotted in figures 3 and 4. Figure 3 also shows additional 
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Fie. 3. Ascorbic acid content, E, and intensity of the oxidized flavor of the thawed 
samples of figure 2 after 2 to 3 days at 2 to 4° C. (Flavor designations as in fig. 1.) 


data on the flavor of the samples. In general, as the amount of ascorbic acid in 
these thawed refrigerated samples decreased, the oxidation-reduction potential 
increased, and the intensity of the oxidized flavor increased. A decrease in the 
intensity of the oxidized flavor never was noted. Having once developed, it 
always became more pronounced. 

Figure 5 shows the effect of the storage temperature upon the retention of 
ascorbic acid, the oxidation-reduction potential and the onset of an oxidized 
flavor in samples of the same milk containing increasing amounts of added as- 
corbie acid. Methods used in earlier experiments were followed in preparing 
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and examining the samples. As soon as the various milks were ready, several 
cans of each, representing controls and the variables, were placed in compart- 
ments maintained at —10, -16 and -27° C. When 9 days old, a set of refrig- 
erated fluid samples included no milk that tasted oxidized or contained titratable 
ascorbic acid. The E, values ranged from 297 to 305 millivolts. Samples stored 
at -10° C. for 44 days and then thawed were flaky; those held at -16° C. for 
98 days also were flaky, but all samples that were thawed after storage at —27° C. 
were homogeneous. As in other experiments with but few exceptions, the more 
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Fie. 4. Ascorbic acid content and E, of the thawed samples of fig. 2 after 4 to 7 days 
at 2 to 4° C. 


the milk was fortified with ascorbic acid and the lower its storage temperature, 
the greater was the resistance of the milk to the onset of an oxidized flavor. 

The evidence in figure 5 indicates that oxidation of ascorbic acid and the onset 
of the oxidized flavor in milk may be accompanied by a reduction in the electro- 
motive force or chemical energy of the system. After 98 days in storage, during 
which there was a loss in ascorbic acid and the development of an oxidized flavor, 
most of the samples had a lower oxidation-reduction potential than they did 


when they were frozen. 


DISCUSSION 
Many who have referred to the off-flavor known as ‘‘oxidized”’ or ‘‘tallowy”’ 
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have taken it for granted that oxidation of the fat was the cause. The view that 
the true fat is involved is unsound. Milk fat is too stable to be affected by this 
mild reaction (5). There is considerable evidence that a phospholipid, a rela- 
tively unstable fat-like substance containing phosphorus and associated with the 
fat, is the constituent of milk that is affected. 

Although oxidation of a phospholipid, probably lecithin, now quite generally 
is regarded as the cause of the defect, oxidation-reduction potential measure- 
ments have been used by only a relatively few investigators in studying the prob- 
lem. This paper attempts to show oxidation-reduction changes during the onset 
of the off-flavor in frozen milk by examining its thawed product, and at the same 


time recording the decrease in ascorbic acid. 
In the experiment on which figure 1 is based, it was demonstrated that a 
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Fig. 5. Relationship between the retention of ascorbic acid, the oxidation-reduction poten- 
tial and the onset of an oxidized flavor in milk stored at different temperatures. The corre- 
sponding ascorbic acid and E, curves are indicated by numbers which also represent the mg. 
per 1, of ascorbic acid in the fresh samples. Broken lines represent ascorbic acid, solid 
lines oxidation-reduction potential (E,) of the samples. (Flavor designations as in fig. 1.) 
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strong oxidized flavor may develop in milk with but slight decrease in ascorbic 
acid content; also, the rate of development is much slower in milk that has been 
fortified with the acid. Deaeration aided in the preservation of the acid but 
only slightly retarded the onset of the off-flavor. 

The storage temperature in the second experiment was not as cold as in the 
first ; figure 2 shows that the retention of ascorbic acid was not as effective. Here 
again, fortification with ascorbic acid protected the fresh flavor of the milk. AlI- 
though the E, values, relative to their initial relationships, continued to follow 
approximately the same pattern, they did not continue to increase but rather 
decreased and then began to increase again. 
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Insofar as these data are concerned, it appears that during storage frozen 
milk may become more oxidized in flavor while its oxidation-reduction potential 
is decreasing. Whether or not the E, values of the thawed samples at 30° C. 
accurately reflect the E, values during frozen storage is not known. If they do, 
then opposing reactions were going on during a large part of the storage period. 
One reaction is a slow oxidation of ascorbic acid to dehydroascorbic acid and the 
other (or others) is reducing in character and of greater effect upon the oxida- 
tion-reduction potential of the system. If E, values after thawing do not re- 
flect the E, values during storage, then constituents redissolved and soon ap- 
proached a new equilibrium that substantially altered the oxidation-reduction 
potential. Dahle, et al. (2), working with frozen cream, obtained results that 
resemble these on frozen milk. 

In the present study all E,, measurements were made in the same manner, and 
no reading was acceptable if there was drifting and the electrodes were not in 
agreement. The data, therefore, should be relative. 

Swanson and Sommer (12) conclude from their studies on oxidation-reduc- 
tion potentials in relation to the development of oxidized flavor in fluid milk that 
the E,, value of the medium does not seem to inhibit or accelerate the develop- 
ment of the off-flavor. 


CONCLUSIONS 


From the data of this paper, it may be concluded that a low E,, obtained by 
adding ascorbic acid, greatly defers but does not prevent the development of an 


oxidized flavor in frozen milk. However, a low E;, does not increase the retention 
of vitamin C in the form of ascorbic acid. 

In determining the flavor of the milks, the author had the benefit of the ex- 
perienced judgment of C. J. Babcock. 
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LIPID DETERIORATION IN DAIRY PRODUCTS. THE STABILITY OF 
MILK FAT AND FAT-SOLUBLE VITAMINS AS DETERMINED 
BY THE RE-EMULSIFICATION TEST 
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The milk excreted by the mammary gland under proper sanitary and feeding 
conditions has a pleasant and sweet taste. Quite often, however, milk and its 
products develop flavors which render them distasteful to the human palate and 
are the cause of their rejection. There are rancid and oxidized flavors. While 
it is possible to reduce to a minimum, retard or prevent the lipolysis by a quiek 
and prompt cooling of raw milk, storage at constant temperatures (2, 8) and 
subsequent pasteurization treatments (9), uniform control of the development of 
oxidized flavors is not possible. 

The development of oxidized flavors in fresh milk could be practically re- 
tarded or prevented by the deaeration of milk (11), or depletion of milk of its 
total vitamin C content by rapid oxidative methods (6, 7). The retardation of 
oxidized flavors by deaeration and their stimulation in the presence of dissolved 
oxygen and vitamin C by the exposure of fresh milk to sunlight for a short 
period of time or by copper catalysis of the reaction (6. 7), indicates that oxygen 
plays an important part in the reaction which produces the oxidized flavors, and 
that the reaction is promoted by a catalyst. The prevention of the oxidized 
flavors by the complete depletion of the total vitamin C content of milk, irre- 
spective of the oxygen and copper present, suggests that oxygen and copper, 
either alone or together, could not promote the reaction which produces the oxi- 
dized flavors (6, 7). 

Thus, to develop the oxidized flavors in fresh milk, all components of the 
system must be present, namely, oxygen, vitamin C, catalysts such as copper, 
light or enzymes, oxidation-susceptible lipid fraction of the milk or, as recently 
reported, casein (13). 

It long has been believed that vitamin C is an anti-oxidant, and that if it 
were increased in the milk, the development of the oxidized flavors would be pre- 
vented (1, 11,12). Under certain conditions, vitamin C might exert a protective 
influence. However, the amounts of added ascorbic acid required for protection 
vary from sample to sample. Undoubtedly, this is due to the variation in the 
amounts of dissolved oxygen in the samples of milk. It has been shown that 
partial and quick oxidation of ascorbic acid in milk to dehydroascorbic acid, 
either by added hydrogen peroxide or by oxygen with light as a catalyst, brings 
the system more quickly to the point where the other reactions which produce the 
oxidized flavor in milk could be coupled to that involving ascorbic acid oxidation 
(6, 7). Consequently, the amount of ascorbic acid added to milk must be con- 
siderably in excess of that required to utilize all of the dissolved oxygen prior to 
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the establishment of conditions favorable to the secondary reactions which re- 
sult in the development of the oxidized flavor. The differences between samples 
of milk fortified with ascorbic acid in their abilities to resist the reaction which 
produces the oxidized flavor also could be attributed to variations in the ability 
of milk to promote ascorbic acid oxidation. 

Ascorbic acid in milk is oxidized to dehydroascorbie acid which is a very un- 
stable form of vitamin C and is readily destroyed by heat. Its accumulation in 
the milk is governed primarily by the rate of ascorbic acid oxidation. When 
dehydroascorbie acid is destroyed as rapidly as it is formed by the oxygenation 
of milk during pasteurization, the secondary reaction which produces the oxi- 
dized flavor is prevented. In this connection, it should be noted that the develop- 
ment of oxidized flavors in fresh milk apparently has nothing to do with the 
deterioration of milk fat, which is relatively stable. However, milk fat itself 
also undergoes oxidative deterioration in the presence of ascorbic acid, resulting 
in the development of metallic to fishy flavors. These flavors have been traced 
to oxidative processes which occur in the milk fat at the end of its storage life. 
Quite often they are accompanied by the extensive losses in vitamins A, E and 
carotene content of the milk fat. The susceptibility of milk fat to this type of 
deterioration depends on the type of product, the temperature of pasteurization 
and the conditions of storage. These factors were studied in some detail, and 
the data are presented to show that under certain conditions, namely, at the end 
of storage life of the milk fat, ascorbic acid plays an important part in the oxi- 
dative deterioration of fat, manifesting itself by the development of the objec- 
tionable oxidized flavors and the losses in the fat-soluble vitamins. 


EXPERIMENTAL 


In a recent study of the oxidation of vitamin A and its precursor, carotene, 
in milk fat (4, 5), it has been pointed out that the reemulsification test was found 
to be very useful in recognizing not only the flavor defects of milk fat, but also 
in detecting changes in the resistance of milk fat to oxidation, whether these 
changes are brought about during storage, by exposure to light, or any other fac- 
tor. Consequently, in order to study the effects of different factors upon the 
ability of milk fat to resist deterioration in the presence of ascorbic acid, the 
following procedure was adopted. 

At the end of various storage periods, milk fat, held either in the form of 
cream’, butter’ or pure fat’, was re-emulsified in skim milk? depleted of its total 
vitamin C content by rapid oxidative method (7) to produce 4 per cent fat re- 
constituted milk. To aliquot portions of this milk, approximately 20 mg. of 
ascorbic acid and 0.1 mg. of copper per liter of milk were added, either alone or 
together. These portions of milk then were held at 0 to 5° C. up to 48 hours. 
Throughout the duration of the experiments, the samples were protected from 

1 Milk fats were obtained by churning of cream, oiling and centrifuging of butters prior 
to their use in the re-emulsification test, or prior to storage. 

2In Club aluminum cream maker. The skim milk was depleted of its total vitamin C 
content by added H,O, and the following pasteurization at 61.6° C (143° F) for 30 minutes (7). 
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TABLE 1 


The effects of complete depletion of natural milk of its total vitamin C content by the oxygena- 
tion of milk during pasteurization upon the development of oxidized flavor in milk 
subsequently held at 0 to 5° C. 


Held at Untreated (B) Additions 
0-5° C. control milk Oxygenated milk to (B) milk 


— Ascorbic Flavor Total Flavor Ascorbic : Flavor 
ant scores vit. C scores 


(mg./l.) 


= 
= 
T 


42 


light. They were scored for flavors; then the gravity cream was churned, and 
the butter obtained was centrifuged and the fat was analyzed for its fat soluble 
vitamin content. The judging was done on the basis of the score card recently 
revised by the American Dairy Science Association*. Vitamins A and E and 
peroxides were determined, using Koehen and Sherman (3), Quaife (10) and 
Volz and Gortner (14) methods, respectively. 

It already has been remarked that when dehydroascorbie acid is destroyed 
as rapidly as it is formed, the secondary reaction which produces the oxidized 
flavors in milk is prevented. To test this point, a batch of fresh mixed milk was 
oxygenated during the pasteurization at 61.6° C. for 30 minutes. The oxygen 
was admitted in minute bubbles into milk undergoing treatment, using carborun- 
dum gas diffusion tubes. 


TABLE 2 


The effects of complete depletion of natural milk of its total vitamin C content by hydrogen 
peroxide and the following pasteurization and of added ascorbic acid and copper upon 
the development of oxidized flavors and the stability of fat soluble vitamins 
in milk subsequently held at 0 to 5° C. 


At the end of 14 


Additions Flavor scores of milk days holding period 


Ascor- ™ Hours at 0 to 5° C. Per 100 g. fat 
bie i 
acid i 6 9 14 Carot. Vit.A Vit.E 


(ug-) (ug-) 

40 40 40 438 2125 

40 40 40 433 2131 

30MT 25MT Ex.MT 432 2183 

0.1 ; 25MT Ex.M. Ex.M. 432 2071 


* Ascorbic acid re-added at the end of a 6 day storage period. 

8 Flavor scoring system: 40, no criticism; 35-40, acceptable to some consumers; 25, 
unsuitable for consumption. Symbols: Ex.= extremely; T.=tallowy; M.=metallic; F.= fishy; 
Oi. = oily. 


(mg./1.) (mg./l.) 
0 12.3 00.0 20.8 : 
1 6.8 38 yanks § 42 13.0 42 
2 0.0 25 rictaes 42 3.0 38 
3 Ex. 42 0.0 25 T 
Copper added—O.1 p.p.m. 
1 00.0 25 T oe 42 1.9 25 T 
12 Ex. T 
(mg./ 
1.) 
20.2 
20.2 
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The data presented in table 1 are rather conclusive in showing that the deple- 
tion of milk of its total vitamin C content by oxygenation prevents the develop- 
ment of the oxidized flavors, and that the oxidized flavors could be induced again 
by the addition of ascorbic acid to oxygenated milk. The results of this experi- 
ment are in agreement with the original one (6, 7). 

The data of table 2 show that, although the oxidized flavors developed in 
samples of fresh milk containing added ascorbic acid prior to storage at 0 to 
5° C., the vitamins A and E and carotenoid content of the fat remained practi- 
cally unaffected. In this case, a sample of fresh mixed milk was first depleted of 
its total vitamin C content by hydrogen peroxide and the following pasteurization 
at 61.6° C. for 30 minutes. 

The data presented in table 3 show the effects of the addition of ascorbic acid 


TABLE 3 


The effects of the addition of ascorbic acid and copper to reconstituted milks made of fresh 
skim milk depleted of its total vitamin C content or of skim milk powder and unstable 
fat (re- emulsific stion test) upon the development of oxidized flavors and 
losses of the fat soluble vitamins. 


Reconstituted milk—4% fat 


Additions Flavor scores of milk Per 100 g. of fat 
Made of — Cop- Hours at 0 to 5° C. Carot- Vitamins 
a 40-01 40-oi 640 441 1889 
skimmilk 20.7 ne Extremely 416 308 1234 
20.7 Ps metallic and fishy 395 269 1127 
powder oe a 40- 40- 610 428 2018 
19.7 25 F 25 F 410 401 1074 
19.7 Pe Extremely metallic and fishy 380 305 1096 


and copper to reconstituted milk (re-emulsification test) made of fresh skim 
milk depleted of its total vitamin C content, or of skim milk powder, and of fat 
susceptible to deterioration, upon the development of oxidized flavors and losses 
of the fat soluble vitamins. The results showed that extreme metallic to fishy 
flavors developed in samples of milk containing ascorbic acid added either alone 
or together with copper. The development of these flavors was also accompanied 
by considerable losses in vitamins A and E and carotenoid content of the fat. 
These observations indicate, therefore, that the oxidized flavors in fresh milk 
are not associated with the milk fat, but with the unstable materials present 
either on the surface of the fat globules or in the plasma phase of the miJk. This 
is clearly evident from a comparison of the data of tables 2 and 3. 
Subsequently, it was thought of importance to obtain some idea concerning 
the effects of the following factors upon the development of the objectionable 
flavors and losses in the vitamins A and E and carotenoid content of the milk 


| = 
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fat in the re-emulsification test: the fat content of reconstituted milk, the 
amounts of added ascorbic acid, the exposure to light of fats susceptible and non- 
susceptible to oxidative deterioration, and the temperature of pasteurization 
of skim milk used in the test. 

The data presented in table 4 show that in the re-emulsification test the devel- 
opment of the objectionable flavors was not retarded, and the losses in fat-soluble 
vitamins were not appreciably affected, either by the fat content or by the vita- 
min C content of the reconstituted milk products. 

The data on the effect of the exposure of fat to light are presented in table 5. 
This experiment was prompted by the previous observations (4, 5), indicating 


TABLE 4 


The effects of the fat content of reconstituted milk (re-emulsification test) and of the amounts 
of subsequently added ascorbic acid upon the development of oxidized flavors 
and losses of the fat. soluble vitamins 


Reconstituted milk made of skim milk and fat (A) 


Additions Flavor scores Per 100 g. fat 
Type of Fat  Ascor- hours at 0 to 5° C, Vitamins 

fat con bie Cop- 
(A) tent acid 3 24 
5 Milli- 
Suscept. Con. fat 628 500 1909 0.516 
to oxi- 4.0 40- 40 612 482 1528 0.431 
dative ie Pe | 40- 40 630 462 1737 0.397 
deterio- 4.0 25T Ex.F, 554 354 1084 0.368 
ration 4.0 23.0 ry Ex.FT Ex.FT 401 268 785 0.497 
4.0 ee 25T Ex.FT 559 405 1265 0.371 
4.0 106.3 “a Ex.FT Ex.FT 331 245 721 1.116 

40- 40 594 480 2082 0.453 
20.0 40- 40 639 491 1714 0.511 
20.0 a. Ex.FT Ex.FT 564 412 1187 0.505 
20.0 23.5 al Ex.FT Ex.FT 493 328 970 0.880 
ExFM  Ex.FM 568 398 1403 0.354 
20.0 82.1 | Ex.FM Ex.FM 420 359 1004 0.692 


that vitamin A in the milk fat is readily photo-oxidized, whereas its precursor, 
carotene, remains unaffected. It wa. of interest, therefore, to find out also the 
effects of irradiation of stable and unstable fats upon the stability of tocopherols, 
and the susceptibility of fat to deterioration in the re-emulsification test. The 
irradiation experiment was performed following the same procedure as pre- 
viously described (4, 5) with the exception that the temperature of the fat was 
maintained at 45 to 48° C. and the intensity of the light generated by the 
mercury vapor lamp at approximately 1400 foot-candles. The data in table 5, 
although not directly comparable, revealed that the susceptibility of fat to the 
foregoing type of deterioration depends primarily upon its ability to resist oxi- 
dation prior to irradiation, and to lesser degree upon the direct effect of irradia- 
tion. The data in table 5 also indicate that, irrespective of the ability of fat to 
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resist oxidation in the re-emulsification test, vitamin A was found to be photo- 
oxidized at a much faster rate than vitamin E, whereas the carotenoid content of 
the fat remained practically unchanged throughout the duration of the irradia- 
tion. Subsequently, it was thought of importance to obtain some idea concerning 
the effects of the temperature of pasteurization of skim milk used in the re-emul- 
sification test upon the development of the objectionable flavors and losses in 
the vitamins A and E and the carotenoid content of the milk fat. For this rea- 
son, ascorbic acid and copper were added either alone or together to portions of 
reconstituted milks made of unstable fat and of fresh skim milks depleted of 


TABLE 5 


The effects of irradiation of fats susceptible and non-susceptible to deterioration with light 
generated by mercury vapor lamp upon the fat soluble vitamin content, and the susceptibil- 
ity of fat to oxidative deterioration as determined by the re-enwulsification test 


Reconstituted milk made of skimmilk and fat (A) 


Minut - Type of Additions a Per 100 g. fat 
adiat. hours at 0 to 5° C, ae 
at 45- (A) Cop- Carot- Vitamins 
48° C. per per 6 & 48 enoids A E 
(ug-) (ua) 
Control Suscept. 634 492 2047 
40-Oi 602 416 1670 
- 20.0 os fishy 387 316 1026 
20.0 | ex. F. 204 186 906 
60 minutes Suscept. oo 585 160 1540 
40-Oi 553 167 1396 
“ 20.0 ae fishy 443 116 1164 
ne 20.0 Pe ex. F. 229 73 1134 
Control Non-sus- a 1024 883 3917 
ceptible average 
all sam. 40 1019 872 3966 
60 minutes Control fat ...... 1026 308 3777 
40--Oi 1015 240 3971 
39-Oi 1010 224 3840 
24.3 35-OiMT 971 201 2809 


their total vitamin C content by added hydrogen peroxide, and the following 
pasteurization at 61.6 and 76.6° C. for 30 minutes. 

A comparison of the data in table 6 suggests the possibility that the inactiva- 
tion of a catalyst-enzyme by heat primarily was responsible for the retardation 
of inter-action between ascorbic acid and fat or fat-soluble vitamins in the milk, 
which was made of skim milk pasteurized at 76.6° C. 

Although the evidence presented in the preceding paragraphs definitely 
indicates that the oxidative deterioration of milk fat could be catalyzed in the 
presence of ascorbic acid, nevertheless, it was apparent that the reaction might 
take place only at the end of the storage life of fat. Since it seemed possible 
that the changes in the ability of milk fat to resist the foregoing type of deterio- 
ration would be affected by the type of product held, the temperature of pasteuri- 
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. 
: 


LIPID DETERIORATION 967 


TABLE 6 


The effects of the temperature of pasteurization of skim milk used in the re-emulsification test 
upon the development of oxidized flavors and losses of the fat soluble vitamins. 


Reconst. milk made of : 
skim milk and unstable fat Per 100 g. of fat 
Additions Flavor scores 
Vitamins 
Carot- Perox- 
Cop- Hours at 0 to 5° C. 
acid per 4: & 24 48 A E 
mg. mg. milli- 
Prior to re-emulsification 506 452 2431 0.196 
After re-emulsification in the skim milks: 
(I). pasteurized at 61.6° C. 
control 40 40 40 495 442 2197 .153 
seas 2 40 40 40 483 432 2080 .202 
25F 25F Ex. F. 407 399 1808 .356 
19.7 Ex. F. Ex. 327 330 1294 470 
(II). pasteurized at 76.6° C. 
control 40 40 40 473 436 2475 0.28 
40 40 40 501 444 2284 0.18 
| se 40 40 30F 477 451 2121 0.22 
22.1 Fe i 40 35T Ex. F. 449 389 1468 0.20 


aSkm., gravity skim milk; Butm., buttermilk after the churning of gravity cream. 


zation and the condition of storage, it was thought desirable to determine what 
effects these factors might have upon the storage life of fat as determined by the 
re-emulsification test. 

For this reason, four lots of cream, butter and pure fat were prepared from 
mixed morning milks obtained from the Cornell University herd. Two portions 
of this milk were oxygenated continually during the pasteurization at 61.6 and 
76.6° C. for 30 minutes. This was done to deplete the milk of the total vitamin 
C content prior to preparation and storage of the previously described milk 
products. The other two portions of the same milk were pasteurized at the same 


TABLE 7 


The effects of the depletion of milk of its total vitamin C content by oxygenation during the 
pasteurization, and the temperature of pasteurization upon the development of the 
tallowy flavor in cream during its storage at —17.7 to —16.1° C. 


Milk Flavor scores of cream and its buttermilk at 
the end of storage at —17.7 to —16.1° C. 
Treatment and Product month 
Pasteurized 
at 3 4 5 6 7 8 10 12 
61.6° C. Cream 38T 39T 39T 40 39T 38T 38T 30T 
control Buttermilk 38T 39T 40 40 39T 38T 40 35T 
76.6° C. Cream 40 40 40 38T 25T 25T 25T 25T 


control Buttermilk 38T 38T 39 ExTM ExTM ExTM ExTM ExTM 


61.6 and Cream and 
76.6° C. Buttermilk 40 40 40 40 40 40 40 40 


oxygenation 
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temperatures, but without the oxygenation treatment (tables 7 and 8). In an- 
other experiment, a portion of mixed milk was first depleted of its ascorbic acid 
content by adding hydrogen peroxide. The aliquot portions of each cream, 
separated from the control and ascorbic acid depleted milks, then were pasteur- 
ized at 61.6, 68.3, 71.1 and 76.6° C. for 30 minutes prior to churning and storage 
of cream, butter and pure fat (table 9). Throughout the duration of the experi- 
ments, the-samples of cream and fat were held in tightly sealed glass containers 
protected from the light. The butter samples were shaped in cylindrical forms 
and wrapped directly in two thicknesses of tinfoil. The samples of cream, butter 
and pure fat subsequently were held at —17.7 to —16.1° C. 

The data presented in table 7 show that the creams separated from milks 


TABLE 8 


The effects of the depletion of milk of its total vitamin C content by oxygenation during the 
pasteurization, the temperature of pasteurization and storage of cream, butter and 
fat at -—17.7 to —16.1° C upon the susceptibility of fat to oxidative deterioration 
(storage life of fat) as determined by the re-emulsification test. 


Milk The end of the 
life of 
Pasteurized at Treatment fat 
(°C.) (months) 
61.6 control cream 4 
oxygen. eream 4to5 
76.6 control cream 5 
oxygen. cream 6 
61.6 control butter 4to5 
oxygen. butter 5 to 6 
76.6 control butter not sensitive to 
oxygen. butter deterioration 
at the end of 
12 months 
all control & 
temperatures oxygen. fat = 


Storage cream—56 to 58 per cent fat. 


depleted of their total vitamin C content by oxygenation during pasteurization 
were found by judges to be perfect in flavor at the end of 12 months storage at 
—17.7 to —16.1° C. Moreover, it was found that the depletion of cream of its 
total vitamin C content by added hydrogen peroxide, and the following pasteuri- 
zation at indicated temperatures resulted in the prevention of oxidized flavors, 
even at the end of 2 years storage at —17.7 to —16.1° C. It should be noted, 
however, that these creams developed a slightly ‘‘nutty’”’ flavor at the surface, 
whereas the control samples of cream developed very strong tallowy flavor. 

The data in tables 8 and 9 reveal that the temperature of pasteurization of 
milk or cream and the type of product held are the factors governing the suscep- 
tibility of fat to oxidative deterioration in the presence of added ascorbic acid. 
They also show that, irrespective of the temperature of pasteurization, the milk 
fat stored in the form of cream loses its resistance to oxidative deterioration at 
a much faster rate than the fat stored in the form of butter; and that only the 
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fat from butter churned from cream pasteurized at 71.1 and 76.6° C. and the pure 
fat were found to be non-susceptible to oxidation resulting in the development of 
the objectionable flavors when re-emulsified in skim milk at the end of 1- and 2- 
year storage periods. 

The re-emulsification test was found to be extremely useful in determining 
the sensitivity of fat to oxidation when the fat was obtained from products which 
as yet have not shown any apparent changes either in their flavors or in their 
fat soluble vitamin content. This is clearly evident from a comparison of data 
of tables 7 and 8. It shows that the cream separated from oxygenated milk did 
not develop any ‘‘off’’ flavors during the 12- month holding period. This period, 
during which neither organoleptic nor chemical changes could be accurately de- 
termined, often is referred to as the storage life of fat or of a food product. Yet, 
in the presence of ascorbic acid, with or without copper, the fat undergoes deteri- 
oration which is manifested by the development of the objectionable flavors and 
the losses of fat-soluble vitamins. This would explain the development of the 
distasteful flavors in food products made of storage cream plus products con- 
taining vitamin C, such as fresh milk or lemon juice. 

In conclusion, it is of importance to point out that the development of ‘‘off’’ 
flavors in milk, as a result of ascorbic acid oxidation with copper as a catalyst, 
might not necessarily be connected with the deterioration of milk lipids. This 
was evident from the fact that occasionally a flavor which is difficult to describe 
developed at the end of a 48-hour storage period in the skim milk used as a control 
sample in the re-emulsification test. This would be in line with the experimental 
results obtained by Thompson ef al. (13). 

Although this flavor might be present in the gravity skim milk obtained 
from the reconstituted milk, it seldom was detected in the gravity cream butter- 
milk. This suggests that either some factor, unknown at present, prevents the 
development of this flavor in the gravity cream, or that the substance responsible 
for it was denaturated during the churning of cream. 

Usually no objectionable flavors develop in the gravity cream buttermilk 
when fat used in the re-emulsification test is stable. The metallic to fishy flavor 
developed in reconstituted milk made of oxidation-sensitive fat and containing 
ascorbic acid, either alone or with copper, quite often was intensified by the 
churning of gravity cream. This flavor does not develop in the presence of 
copper alone. 

The oxidized flavors which developed in the control samples of milk products 
during their storage might be carried into the portion of reconstituted milk con- 
taining copper alone. The churning of gravity cream from such milk may not 
result necessarily in the intensification of this flavor. 


SUMMARY 


(1) It has been shown that ascorbic acid plays an important part in the 
oxidative deterioration of milk fat at the end of its storage life, as determined 
by the re-emulsification test, resulting in the development of objectionable 
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flavors and losses in vitamins A and E and the carotene content of the fat. 
The susceptibility of fat to this type of deterioration is determined primarily 
by the treatment of milk, the temperature of pasteurization, the type of prod- 
uct, the conditions of storage, and to a lesser extent upon the direct and imme- 
diate effect of the exposure to light. 

(2) The exposure of pure fat to light generated by mercury vapor lamp 
(1400 foot-candles) slightly affects its vitamin E content. However, it lowers © 
the resistance of vitamin E in the stable fat to deterioration as determined by 
the re-emulsification test. 

(3) The re-emulsification test was found to be useful in determining the 
end of the storage life of fat when the fat was obtained from products which 
have not as yet shown any apparent changes in their flavors. This view is sup- 
ported by the observations showing that the depletion of cream of its total vita- 
min C content, either by oxygenation, or by hydrogen peroxide, has prevented 
the development of the objectionable flavors for 12 and 24 months at -17.7 to 
-16.1° C., respectively. In the re-emulsification test, however, the fat obtained 
from oxygenated milk pasteurized up to 76.6° C. lost its ability to resist the 
foregoing type of deterioration at the end of 4 to 6 months of storage, depending 
upon the conditions of processing. 

(4) Only the fat from butter churned from cream pasteurized at 71.1 and 
76.6° C. and the pure fat retained their abilities to resist deterioration in the re- 
emulsification test at the end of two years storage at —17.7 to -16.1° C. 


ACKNOWLEDGEMENTS 


The senior author wishes to express his thanks to Mr. Michael Sfat, Mr. 
George Wallace, Miss Ruth Frenchman, Miss Gladys Hagan, Mrs. Mary Ann 
Hurwitz and Mrs. Naomi Yager for their assistance rendered during this in- 
vestigation. 

‘‘This paper reports research undertaken in cooperation with the Quarter- 
master Food and Container Institute for the Armed Forces, and has ‘been as- 
signed number 188 in the series of papers approved for publication. The 
views or conclusions contained in this report are those of the authors. They 
are not to be construed as necessarily reflecting the views or indorsement of the 


Department of the Army.’’ 
REFERENCES 


(1) Cuitson, W. H. What Causes Most Common Off-Flavors of Market Milk? Milk Plant 
Monthly, 24(11): 24-28; (12): 30-34. 1935. 

(2) HErrIneTon, B. L., AND Krukovsky, V. N. VII. The Influence of the Rate of Cooling 
Upon the Subsequent Rate of Lipolysis in Milk Stored at Low Temperatures. J, Dairy 
Sci., 25: 241-248. 1942, 

(3) Korn, C. J., anp SHERMAN, W.C. The Determination of Vitamin A and Carotene with 
the Photoelectric Colorimeter. J. Biol. Chem., 132: 527-538. 1940. 

(4) Kruxovsky, V. N., Exuis, G. H., anD BARNES, BARBARA W. Further Studies on Oxida- 
tion of Vitamin A and Carotene in Milk Fat. J. Dairy Sci., 27: 249-255. 1944. 

(5) Kruxovskxy, V. N., Exuis, G. H., anp Percy, W. R. The Oxidation of Vitamin A and 
Carotene in Milk Fat. J. Dairy Sci., 26: 869-875, 1943. 


972 


(6) 
(7) 
(8) 
(9) 


(10) 


(11) 


(12) 


(13) 


(14) 


VLADIMIR N. KRUKOVSKY ET AL. 


Kruxkovsky, V. N., anD GuTHRIE, E. 8. Ascorbic Acid Oxidation a Key Factor in the 
Promotion of the Tallowy Flavor in Milk. J. Dairy Sci., 28: 565-569. 1945. 

Krukovsky, V. N., AnD GUTHRIE, E,S. Vitamin C, Hydrogen Peroxide, Copper and the 
Tallowy Flavor in Milk. J. Dairy Sci., 29: 293-306. 1946. 

Krukovsky, V. N., AND Herrinaton, B. L. II. The Activation of Milk Lipase by 
Temperature Changes. J. Dairy Sci., 22: 137-147. 1939. 

Kruxkovsky, V. N., anp SHarp, P. F. Effect of the Properties of the Fat and of the 
Fat Globule Surface on the Lipolytic Activity in Milk. Inactivation of Milk Lipase 
by Dissolved Oxygen. J. Dairy Sci., 23: 1109-1122. 1940. 

Quaire, M. L. Tocopherols (Vitamin E) in Milk: Their Chemical Determination and 
Occurrence in Human Milk, J. Biol. Chem., 169: 513-514. 1947. 

Suarp, P. F., Gururiz, E. S., anD Hinp, D. B. Deaeration as a Means of Retarding 
Oxidized Flavors and Preserving the Vitamin C of Milk. 14th Ann. Rept. of N.S. A. 
of Dairy and Milk Inspectors. 1940. 

Suarp, P. F.,. Trout, G. M., anpD GuTHRIE, E. 8. Vitamin C, Copper and the Oxidized 
Flavors of Milk. 10th Ann. Rept. N. Y. State Assoc, of Dairy and Milk Inspectors, 
153-164. 1936. 

THOMPSON, J. B., Kocuer, R. B., anD FritzscHe, H. W. A Browning Reaction Involving 
Copper Proteins. Arch. Biochem., in press. 

Vouz, F. E., AND GorTNER, W. A. A Study of the Determination of Peroxides in Fats. 
J. Am. Oil Chemists Soc., 24: 417-420. 1947. 


: 

|| 


LACTATING FACTORS FOR DAIRY COWS IN DRIED 
GRAPEFRUIT PEEL 


R. N. DAVIS AND A. R. KEMMERER 


Departments of Dairy Husbandry and Nutrition 
University of Arizona, Tucson 


Recent reports by Huffman et al. (2, 3) have shown that dairy cows fed alfalfa 
alone declined abnormally in milk production. A marked increase was obtained 
by supplementing the alfalfa with corn silage (2) or beet pulp or corn gluten 
meal (3). These feeds were claimed to contain unknown milk stimulating factors. 
Because of the interest throughout the citrus-producing states in the use of de- 
hydrated citrus by-products in dairy rations (1, 4, 5), experimental work was 
conducted to ascertain the value of dried grapefruit peel as a source of these milk 
stimulating factors. 


EXPERIMENTAL PROCEDURE 


Two sources of dried grapefruit peel’ were used in the feeding trials. One 
was sun-dried in the open desert. No juice was removed from the peel previous 
to drying. The other was dried mechanically. Part of the juice was removed 
before dehydration. 

Four pairs of cows were placed into two lots. One of each pair eventually 
received sun-dried peel and its mate mechanically dried peel. Each pair was 
identical in breed and nearly identical in period of lactation and age. Numbers 
56, 57, 60 and 61, Guernseys, were fresh, 40, 42, 16 and 17 days, respectively, 
when placed on experiment; 158 and 159, Jerseys, 41 days; and 257 and 272, 
Holsteins, 50 and 33 days, respectively. Numbers 60, 61 and 257 were first-calf 
heifers and the remainder were second-calf heifers. 

As soon as the cows were placed on experiment, they were fed first-cutting 
alfalfa hay ad libitum in dry lot until milk production markedly decreased. This 
period was of 6 weeks duration for 158, 159 and 272 and 9 weeks for the remaining 
five animals. At the end of this period, the alfalfa was supplemented with 2 Ib. 
of dried grapefruit peel twice daily for each cow for 4- to 5-week periods. After 
this, the dried citrus was replaced with an equal amount of a grain mixture con- 
sisting of six parts barley, six parts wheat bran, two parts cottonseed meal and 
two parts beet pulp. After 4 weeks on this ration they were supplemented with 
oat pasture. Four lb. of the grain mixture furnished approximately 2.91 therms 
of energy and 4 Ib. of the dried grapefruit peel approximately 2.98 therms. 


RESULTS AND DISCUSSION 


The milk production records are given in table 1. In every case there was a 
decline in milk production during the alfalfa feeding period. When supple- 

Received for publication June 22, 1948 

1 We are indebted to Mr. E. G. Harrington, Exchange Orange Products Company, Tempe, 
Arizona, for generous supplies of dried grapefruit peel. 
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TABLE 1 
Effect of dried grapefruit peel on milk production (Av. daily production during test week) 
Sundried grapefruit peel fed Mechanically dried grapefruit peel fed 
Feeding Guern- Guern- 
period seys Jersey seys Jersey 
iod (av. of 159 9 (av. of 158 
period 56 & 60) 57 57 & 61 378 
(1b.) (1b.) (1b.) (1b.) (1b.) (1b.) 
Alfalfa alone First 30.7 25.4 36.7 31.1 33.3 43.4 
(6-9 weeks) Last 20.9 15.7 26.7 19.7 19.0 19.4 
Alfalfa + 4 Ib. First 22.2 16.7 28.7 20.9 18.5 23.4 
citrus daily Last 22.4 15.6 29.2 20.8 18.5 20.9 
(4-5 weeks) 
Av. 22.4 16.1 29.0 20.8 18.2 21.7 
Alfalfa + 4 Ib. First 21.4 15.5 27.0 19.9 18.4 17.5 
grain mixture Last 20.5 13.6 23.6 17.4 15.3 16.4 
daily (4 weeks) 
Av. 20.4 15.0 25.4 19.0 16.9 17.5 
Alfalfa + grain First 21.8 13.4 25.3 20.7 17.5 
mixture+pasture Last 23.0 13.9 27.3 21.4 17.2 
(3 weeks) 
Av. 22.6 13.8 26.0 21.4 17.3 


ments of either source of dried grapefruit peel were given, there was a small but 
definite increase in milk production for seven of the eight cows. In the case of 
Jersey cow 158, the dried peel only lessened the decline caused by the alfalfa 
ration. However, milk production remained constant for this cow during the 
5-week period in which the peel was fed. There was no significant difference 
between the results received with either of the two sources of dried grapefruit 
peel. 

Ia order to eliminate the effect of energy in the dried grapefruit peel upon 
milk production, the dried peel was removed and an equal amount of grain mix- 
ture given. This grain mixture was approximate in energy to the dried grape- 
fruit peel. Milk production definitely fell off in the first week of this period 
except for the two Jerseys. During this total period of 4 weeks, there was a 
definite decline in milk production for all the cows. This proved that the increase 
eaused by the dried peel was not caused by added energy. When the cattle were 


TABLE 2 
Weight records of cows 


Weight of cow no. 


Period of 
feeding 56 60 159 257 57 61 158 272 
(1b.) (1b.) (1b.) (1b.) (1b.) (1b.) (1b.) 
Alfalfa alone 
At start 973 908 885 1133 942 780 843 1443 
At end 982 853 873 1132 973 752 798 . 1490 


End of alf. + 
4 Ib. citrus 985 878 890 1107 912 755 812 1527 
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placed on pasture there was a definite increase in milk production except for 
Jersey 159. 

The weight records of the cows are given in table 2. During the alfalfa feed- 
ing period, there was no significant change in weight. Three of the cows gained 
weight, four lost weight and one remained the same. During the period of citrus 
feeding four of the cows definitely gained weight, two remained the same and 
two lost weight. 

From the above results, it is apparent that both sundried and mechanically 
dried grapefruit peel contain the unknown milk-stimulating factors first demon- 
strated in certain feeds by Huffman et al. (2,3). The grain mixture fed did not 
contain these factors in appreciable amounts, while oat pasture did. The findings 
give emphasis to the value of dehydrated citrus products in dairy rations. 


SUMMARY 


Four lb. daily of dried grapefruit peel added to an alfalfa hay ration in- 
creased milk production. An equal amount of a grain mixture did not maintain 
this increase. Supplementing a ration of alfalfa hay and concentrate mixture 
with oat pasture definitely increased milk production. It is concluded that dried 
grapefruit peel contains factors which stimulate milk production in dairy cows. 
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THE NUTRITION OF THE NEWBORN DAIRY CALF 
III. THE RESPONSE TO A PHOTOLYZED MILK DIET 


R. G. WARNER anv T. 8. SUTTON 


The Department of Animal Husbandry and the Institute of Nutrition and 
Food Technology, The Ohio State University 


A series of reports from the Illinois Agricultural Experiment Station recently 
have contributed significantly to the fundamental information on the nutrition of 
the very young calf. Wiese et al. (17) prepared a ‘‘synthetic milk’’ which re- 
sulted in normal growth when fed to calves from 48 hours to 12 weeks of age. 
When riboflavin was omitted from this ‘‘synthetic milk’’, deficiency symptoms 
developed in from 2 to 6 weeks (18). Since these experiments have shown that 
the very young calf requires a dietary source of riboflavin, it was of interest to 
study the effects of feeding natural milk in which a major portion of the riboflavin 
had been destroyed. 

Numerous reports in the literature (4, 5, 7, 13, 14, 19) have shown that sig- 
nificant amounts of the riboflavin of milk are destroyed by exposure to sunlight. 
Preliminary work showed that under proper conditions of sunlight exposure 
sufficient quantities of the riboflavin in colostrum and milk could be destroyed to 
yield a product which was extremely low in this vitamin. Studies then were 
begun to determine the effect of feeding photolyzed colostrum and milk to new- 
born or very young calves. 

EXPERIMENTAL 

Four purebred, male, Guernsey calves were used in this experiment. Two of 
these calves (A and B) were taken from their dams at birth and placed in 6 x 6- 
foot wooden box stalls with wire mesh flooring. Calf A was bedded with straw. 
All subsequent calves were bedded on burlap sacks to eliminate the possibility 
. of the ingestion of straw stimulating rumen synthesis of riboflavin. Calves A and 
B were fed for 3 days on colostrum which had been photolyzed previously, frozen 
and stored’ for over 3 weeks. The two remaining calves, C and R, twin males, 
were fed normal colostrum from their dam for 72 hours. Following the colostrum 
feeding period all calves received, as an exclusive diet, photolyzed whole milk from 
the Ohio State University herd at the rate of 10 per cent of their body weight. 
The milk intake was reduced during periods of scouring.- Calf R received, in 
addition to the milk, an average of 2.99 mg. of crystalline riboflavin per day. 
The calves were fed twice daily from nipple pails. The milk was heated to 37° C. 
before feeding, and the volume of milk fed was recorded. The calves were housed 
in a steam-heated calf barn and weighed at weekly intervals. 

Riboflavin estimations were made on samples of the milk from each feeding, 
using a modification of the fluorimetric technique reported by Hand (3). Blood 
plasma vitamin A determinations were made periodically using the procedure of 


Received for publication June 28, 1948. 
1 Stored in frozen food containers generously provided by by the Lily Tulip Cup Corpora- 
tion, New York, N. Y. 
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Kimble (6). The method of Boyer et al. (1) was followed in estimating the 
vitamin A content of the milk and colostrum. 

Approximately once each week, the experimental calves were placed on a 
2x 6-foot metabolism cage with a wire mesh floor and a 24-hour urine sample 
collected. A rubber feces-sack was attached to the calf to prevent contaminating 
- the urine with feces. The urine was collected in a brown-glass bottle containing 
approximately 20 ml. of concentrated HCl. The final pH of the urine usually 
was about 1.5. The total volume was measured, and a representative sample was 
adjusted to pH 1.0, frozen and stored until assayed for riboflavin. The storage 
time averaged about 1 week, but in one case was as long as 6 weeks. Riboflavin 
determinations were made on the stored urine, using the fluorimetric technique 
of Slater and Morell (12). Recent work by these authors (1%) has shown that 
human urine stored at a low temperature and a low pH gave lower riboflavin 
values pon analysis than when stored at a higher pH and at room temperature. 
No major discrepancies were observed in our results, however. 

Since sunlight could not be depended upon as a constant source of photolyzing 


TABLE 1 
The effects of the photolysis treatment on the vitamin A, carotene and riboflavin of milk 
Milk sample no. Vitamin A Carotene Riboflavin 

and treatment y/liter % loss y/liter %\oss wmg./liter % loss 
1. None 264 289 1.42 

1. Photolyzed 46 82.5 252 12.8 0.05 96.5 
2. None 203 321 1.54 

2. Photolyzed 49 75.7 287 10.6 0.06 96.1 


energy, a DH-1 400 watt mercury vapor lamp’ was secured. This lamp emitted 
rays longer than 3000 A, thereby eliminating excessive irradiation at the wave 
length of vitamin D activation. The lamp was used in conjunction with a highly 
polished parabolic aluminum reflector, and the rays were directed at a 2-gallon 


rectangular museum jar containing the milk. The milk was agitated slowly by ~ 


continuous stirring. About 96 per cent of the riboflavin was destroyed by a 
83-hour exposure. During the photolyzing period, the milk usually was allowed 
to reach a temperature of at least 60° C. for one-half hour as a bacteria-control 
measure. 

The photolyzed milk was chalky white in appearance and had a pronounced 
‘sunlight flavor’’. The milk seldom was over 36 hours old when fed and in all 
cases was kept under continuous refrigeration except during the period of light 
treatment. Vitamin A and carotene, as well as riboflavin, were destroyed in 
appreciable quantities, as shown in table 1. It will be noted that a treatment 
which destroyed over 96 per cent of the riboflavin also reduced the vitamin A 
by 75 to 80 per cent and the carotene by 10 to 12 per cent of their original 
quantities. 

The biological inadequacy of the photolyzed milk was verified by a rat growth 

2 Purchased from the Westinghouse Electric Corporation, 
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test. Twenty weanling albino rats were divided equally into four groups as 
to size and litter. An attempt was made to distribute them equally as to sex, but 
one group (group 4) had three males and two females while all other groups had 
three females and two males. The groups were fed ad libitum the diets, as shown 


— 
60F 
50+ 
—3 
40+ 
27 
10 
8 DA 


AGE IN DAYS 


Fic. 1 Growth curves of rats fed the various mineralized milk diets: 


Grams gain/100 ml. 


Group ae consumed 
1 Normal milk 6.10 
2 Photolyzed milk 3.91 
3 Photolyzed milk + riboflavin 5.22 
+ Photolyzed milk + riboflavin + codliver oil 6.06 


One drop of a mineral mixture solution containing 500 mg. each of ferric citrate, manganous 


sulphate and copper sulphate in 500 ml. was added to each feeding. 
Riboflavin in sufficient quantity to approximate that of normal milk was added to the milk 


of groups 3 and 4. 


in the legend of figure 1. The respective rates of growth are recorded graphically 
(fig. 1). The gain per 100 ml. of milk consumed also is shown. Obviously the 
photolyzed milk had a low biological value for growth, and when such milk was 


| 


PHOTOLYZED MILK FOR CALVES 979 


supplemented with both riboflavin and vitamin A the response was similar to that 
obtained from normal milk. The amount of gain per 100 ml. of milk consumed 
was almost identical (6.10 g. and 6.06 g., respectively, for Groups 1 and 4) indi- 
cating that the difference in the rates of growth was not due to a difference in 
nutritive value of the milk consumed but to a difference in total consumption. As 
the photolyzed milk had a pronounced ‘‘sunlight flavor’’, it is probable that the 
palatability of the photolyzed milk was lowered, and this in turn reduced the 
consumption. 

Because of the low vitamin A content of the photolyzed milk, supplemental 
vitamin A was fed to each calf. The vitamin A oil was mixed with soya-lecithin 


TABLE 2 
Average daily riboflavin intake in milligrams 


Riboflavin intake values for Calf 


R 
Age 
A B Cc In pho- Ribo Total If fed 
tolyzed flavin normal 
milk added milke 
(y) (y) (y) (y) (y) (y) (y) 
1 day 1,24 2.05 
2 days 0.82 0.71 $b qb 
4-7 days 0.23 0.18 0.15 0.15 2.63 2.78 3.69 
2 wks 0.22 0.13 0.11 0.10 2.46 2.56 3.45 
ew 0.21 0.07 0.13 0.13 2.71 2.84 3.80 
” er 0.23 0.13 0.14 0.14 2.59 2.73 3.63 
0.15 0.11 0.12 0.16 2.90 3.06 4.06 
eS * 0.15 0.10 0.17 0.18 3.01 3.19 4,22 
es 0.17 0.158 0.19 0.22 3.37 3.59 4.72 
Bes 0.17 0.174 0.15 0.17 3.61 3.78 5.05 
S 0.12 0.20 0.10 0.18 3.47 3.65 4.86 
a 0.22 0.23 
0.15 0.19 
0.16 
Average, 4th 
day to term- 
ination 0.18 0.15 0.14 0.16 2.99 3.13 4.16 


®Calf B was fed 2 mg./day in addition to that present in the milk. 

_ _ »Calves were fed normal colostrum from their dams. No record was kept of riboflavin 
mr on the basis of the calf’s intake of normal milk containing 1.4 mg. of ribo- 
flavin per liter. 

(2) and a small amount of photolyzed milk in a Waring Blender. The amount of 
vitamin A fed varied from 5,000 to 25,000 I.U. daily. 

The average daily riboflavin intake for each calf is recorded in table 2. 
During the colostrum feeding period, calves A and B received 2.7 and 3.0 mg. 
of riboflavin, respectively. This is less than 11 per cent of the amount found in 
an equal quantity of average Guernsey colostrum (16). Since calves A and R 
were not assigned to the experiment until 3 days of age, their riboflavin intake 
during the colostrum feeding period is unknown. From the fourth day to the 
termination of the experiment the daily riboflavin intake averaged about 4 per 
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cent of a normal intake with the exception of calf R. Assuming that normal milk 
contains about 1.4 mg./liter (an average found in our laboratory), this latter 
calf received approximately 72 per cent of the amount normally found in the 
milk prior to photolysis. 

The growth rate of the calves is shown graphically in figure 2, with the Rags- 
dale standard (8) included for comparison. The growth of calf A was normal 
and uneventful for the first 4 weeks, except for a brief period of scours during 
the first week which responded to sulfathaladine medication. From the fourth 
week, the calf suffered from intermittent scours which showed little improvement 
on sulfathaladine treatment. The quantity of milk fed was reduced at each 


HOF 
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AGE IN WEEKS 
Fie. 2 Growth curves of calves used in this experiment. Double line indicates period 
of diarrhea. (N-=Ragsdale standard, other letters refer to calves as designated in the text). 


period of scours, and the calf never was able to consume the full allotment with- 
out scouring from the fourth week. An increasingly unthrifty condition de- 
veloped, and obvious symptoms of riboflavin deficiency appeared at about 6 weeks. 
There were periods of excessive salivation and lacrimation. The haircoat became 
rough; there was evidence of a mild dry scaly dermatitis and a generalized 
alopecia which was more pronounced about the eyes and muzzle. A blood plasma 
ascorbic acid determination at 10 weeks showed 0.42 mg. per 100 ml., which was 
considered to be within the normal range. Periodic blood plasma vitamin A 
determinations (see table 3) showed normal levels, with the possible exception of 
the last two, which were taken towards the end of the experiment. These low 
values were considered to result from, rather than to be the cause of, the poor 
physical condition. Riboflavin excretions are shown in table 4. It will be noted 
that they remained low throughout the experiment. 
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TABLE 3 
Blood plasma vitamin A of the calves used in the experiment 


Blood plasma vitamin A values for Calf: 


Age 


A B Cc R Normale 
(y/100 ml.) (y/100 ml.)  .(y/100 ml.) (y/100 ml.)  (y/100 ml.) 
15.86 11.43 13.36 14.7 
1 wk 19.30 2 13.1 
aR 12.77 9.87 11.78 12.16 10.1 
12.60 8.798 
ie 8.88 15.0 
12.94 


® Vitamin A supplement was increased from 5,000 I.U. per day to 10.000 I.U. per day. 

b Level determined 3 days after preceding determination while animal was in a state of 
— Based on values obtained in this laboratory from nine Guernsey calves. 

4 Based on average values from seven calves. 

Calf A was sacrificed at 10.5 weeks of age and a gross post mortem examination 
showed marked catarrhal enteritis, mild edema of the cerebrum and ‘‘ white 
spotted’’ kidney. One cornea was pebbled in appearance similar to that re- 
ported by Street et al. in the riboflavin deficient dog (15). The rumen contained 
approximately 1 liter of macerated straw and fluid. The rumen fluid contained 
0.22 mg. per liter of riboflavin, which is about three times the concentration found 
in the milk consumed. Incubation of a portion of the rumen contents for 16 hours 


TABLE 4 
Urinary excretion of riboflavin by the calves used in the experiment 


Urinary riboflavin excretion by Calf: 


Age 
A B R 
(mg./day) (mg./day) (mg./day) (mg./day) 
1 wk. 0.86 0.76 
4 wk. 0.02 0.44 
6 wk. 0.05 0.60 
7 wk. 0.058 0.05 0.38 
8 wk. 0.03 0.64 
10 wk. 0.03 
11 wk. 0.03 


8 Received 2 mg. of crystalline riboflavin added to its diet during this period. 
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at 37° C. resulted in a 33 per cent increase in riboflavin concentration. These 
findings are considered as evidence of some mic’ biological synthesis, although 
insufficient in amount to fully protect the zalf. 

Calf B grew normally (fig. 2) for 1.5 weeks. Intermittent scours then re- 
sulted in poor growth until it was 5.5 weeks of age. At this time, the calf had 
been scouring for 9 days and was extremely unthrifty. It had a rough haircoat, 
a scaly dermatitis and mild alopecia which was more pronounced around the 
head. When a reduction in milk together with sulfathaladine treatment failed 
to improve the diarrhea, 2 mg. of crystailine riboflavin per day were added to 
the photolyzed milk for a period of 3 weeks. This addition to the diet resulted 
in the cessation of scours within 3 days, marked improvement in general appear- 
ance including the growth of new hair and the cessation of the excessive saliva- 
tion and lacrimation. The amount of riboflavin excreted increased as shown 
in table 4. Growth was resumed almost immediately, and for the period of sup- 
plementary feeding it compares favorably with the Ragsdale standard. The 


Fie. 3 Left, Calf B at 35 days of age, 3 days before 2 mg. of riboflavin were added to 


its daily diet. Note the excessive salivation. Right, The same calf at the conclusion of the 
3 week supplement feeding period. 


improvement of the deficiency symptoms following riboflavin therapy is shown 
in figure 3. Blood plasma vitamin A was within the normal range throughout 
the experiment, as shown in table 3. The blood plasma ascorbic acid at 9 weeks 
of age was 0.44 mg. per 100 ml. and was considered to be normal. Post mortem 
examination showed mild catarrhal enteritis as the only gross pathology. 

The twin calves (C and R) differed by 1 lb. in weight at birth and critical 
body measurements were identical. They responded in an identical manner for 
the first 4.5 weeks, (fig. 1). At this point, the growth rate of calf C became 
slower while calf R, which was receiving a continuous daily riboflavin supple- 
ment, grew at a rate which approached the Ragsdale standard. No difference 
between these calves could be detected until after 4.5 weeks of age. From this 
time on, calf C was distinctly more lethargic, showed increased salivation and 
lacrimation, a dry scaly dermatitis and alopecia, particularly around the eyes and 
base of the ears. Calf R appeared completely normal. 

About 2 weeks before calf C was sacrificed, it had marked difficulty in swallow- 
ing. It had to release the nipple several times during each feeding to clear its 
throat. About 48 hours prior to exsanguination it refused its feed. Thirty 
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hours later it was found in a state of acute collapse. It could not walk but was 
able to stand for a few seconds. A thin, watery salivation was excessive. The 
ealf failed to respond to an intravenous injection of 500 ml. of ‘‘Intragel’’’. 
Five mg. of riboflavin in physiological saline were injected intravenously 5 hours 
later. The calf was still alive 12 hours later but not noticeably improved in 
condition. At this point, the calf was destroyed and tissues obtained for micro- 
scopic study. The gross pathology consisted of marked catarrhal enteritis, a 
mild edema of the lungs and a few scattered spots on the kidney. No evidence 
of pneumonia was observed. 

No gross pathology was found in calf R following exsanguination approxi- 
mately 3 weeks later. 

At 6 weeks of age the vitamin A supplement of both calves C and R was in- 
creased from 5,000 to 10,000 I.U. per day. It will be noted from table 3 that 
ealf C failed to respond. This is further evidence that the low blood plasma 
vitamin A resulted from the riboflavin deficiency syndrome, probably the severe 
enteritis. Blood plasma ascorbic acid was within the normal range in both calves 
at 6 weeks of age (0.45-0.46 mg./100 ml.). Calf R gained 19.5 lb. per 100 1. of 
milk consumed, while calf C gained only 15.7 lb. on a similar amount. Thus, 
the difference in rate of growth can not be attributed entirely to the difference in 
the amount of milk consumed. 

The residual effect of the high riboflavin intake during the colostrum feeding 
period is shown by a relatively high excretion in both calves at 1 week of age. 
Following this, the excretion in calf C decreased to a low level (see table 4) while 
that of calf R was maintained at a level 7 to 12 times higher for the remainder 
of the experiment. A single 24-hour urine collection from a 6 weeks old Guernsey 
ealf which had been fed milk, hay and grain in the usual manner showed an ex- 
cretion of 2.86 mg. per day. No clearcut lesions of the lips, gums or eyes, with 
the exception of one pebbled cornea, were observed in any of the calves in this 
experiment. 

The process of photolysis no doubt destroyed other vitamins, particularly 
ascorbie acid and pyridoxine. The partial or complete destruction of these was 
not considered as a complicating factor in these experiments for the following 
reasons : It has been shown that calves do not require a dietary source of ascorbic 
acid (17). A marked poikilocytosis which responded to pyrodoxine treatment 
has been described in adult cattle (9, 10). A few poikilocytes were found in 
the blood of only one calf in this experiment (calf B), and the number was no 
larger than one might expect to find in the mild anemia from milk feeding. 

An approximate riboflavin requirement for a very young calf was determined 
from the data presented. Calf R made normal response to a diet of 3.13 mg. 
per day and grew from a weight of 58 lb. to 89 lb. or a mean of approximately 
70 1b. Therefore, this calf responded normally to an average daily intake of 94 y 
per kg. of body weight. Calf B responded at 5.5 weeks of age to an average daily 

3 (8 g. of pyrogen-free gelatin per 100 ml. of 0.85 per cent saline) manufactured by Fort 
Dodge Laboratories Inc., Fort Dodge, Ta. 
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riboflavin intake of 2.15 mg. or, based on the weight of the calf (61 lb.), 77.4 y 
per kg. of body weight. Since in vitamin deficiency diseases the amount required 
to cure the disease is usually larger than the amount required as a preventive, it 
seems logical that the growth requirement is even less than 77.4 y per kg. of body 
weight. If calves were fed normal milk containing 1.4 mg. per liter at the rate 
of 10 per cent of the body weight, they would receive 140 y per kg. which is al- 
most twice the amount that was necessary to cure the symptoms of calf B. Thus, 
it seems that the possibility of a riboflavin deficiency developing during the 
milk feeding period is slight. 


SUMMARY AND CONCLUSION 


Approximately 96 per cent of the riboflavin in milk fed was destroyed by ex- 
posure to the radiations of a 400 W. mercury vapor lamp emitting light of wave 
lengths longer than 3,000 A. Appreciable quantities of vitamin A and carotene 
also were destroyed. Four male Guernsey calves were fed this treated milk sup- 
plemented with adequate vitamin A. One of these calves also received approxi- 
mately 2.99 mg. of added riboflavin daily. 

Riboflavin deficiency symptoms consisted of erratic growth, intermittent 
diarrhea, a dry scaly dermatitis, alopecia, particularly about the head, periodic 
excessive salivation and lacrimation and in the acute stages, dysphagia and a 
peculiar collapse syndrome (one calf). Post mortem examinations showed evi- 
dence of catarrhal enteritis, mild edema of the lungs, (the collapse victim), peb- 
bled cornea (one calf), mild edema of the cerebrum (one calf) and abnormalities 
of the kidney in two cases. These calves were extremely unthrifty. The addi- 
tion of 2 mg. of riboflavin daily to the diet of one of these calves resulted in a 
prompt cessation of diarrhea, resumption of growth and a marked improvement 
in general appearance, including the growth of new hair. No other lesions of 
the lips or mouth or abnormalities of the eyes were noted. 

The performance of the calf receiving 2.99 mg. of added riboflavin from the 
start was uneventful and approached the Ragsdale standard of growth. 

Blood vitamin A and ascorbic acid levels were normal in all four calves. The 
urinary excretion of riboflavin varied from 0.01 to 0.06 mg. per day for calves 
receiving the treated milk with no added riboflavin and 0.38 to 0.64 mg. per day 
for the calf which received added riboflavin throughout the experiment. 

The limited data of this experiment indicate that the minimum daily ribo- 
flavin requirement of the very young calf is somewhat less than 75 y per kg. of 
body weight. The possibility of riboflavin deficiency during the milk feeding 
period is remote. 


The authors wish to express their appreciation to Dr. Clarence R. Cole, De- 
partment of Veterinary Medicine, The Ohio State University, for conducting the 
post mortem examinations. 
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SOME CHANGES IN DRY WHOLE MILK DURING STORAGE’ 


8. T. COULTER, ROBERT JENNESS AND L. K. CROWE2 


Divisions of Dairy Husbandry and Agricultural Biochemistry 
University of Minnesota, St. Paul Campus 


Numerous changes other than the oxidation of the lipides are known to occur 
in dry whole milk during storage. Those in flavor are most apparent, although 
changes which can be measured more objectively may be important and would 
be most valuable as indices of deterioration if they could be shown to be asso- 
ciated with flavor. 

The general factors influencing the development of a tallowy flavor in dry 
whole milk now are well known. Actual tallowiness does not develop unless 
more than 0.3 ml. of oxygen per gram of powder is available, although Lea et al. 
(15) and Coulter (4) have shown that lower oxygen levels improve the keeping 
quality. Flavor deterioration is most rapid during the initial period of storage 
and once the oxygen has been exhausted from the free-space gas, low-moisture 
powder becomes almost stable in quality at normal storage temperatures (4, 15). 

Stale and allied flavors in dry whole milk have never been exactly defined. 
Supplee (20), Tillmans and Strohecker (22), Hunziker (12) and many others in 
the industry have recognized stale, musty or gluey flavors believed to be asso- 
ciated with the protein fraction of the milk and have presented evidence that 
these flavors become more marked in high moisture powders. Lea et al. (15) 
noted the appearance, in powder stored at 47 and 37° C. for some time, of a 
flavor variously described as ‘‘heated,’’ ‘‘burnt,’’ ‘‘scorched’’ or ‘‘cooked’’. 
This flavor was considered to consist of two components, (a) a ‘‘burnt’’ or 
‘‘caramel’’ taste associated with the protein or carbohydrate, and (b) a ‘‘but- 
ter-toffee’’ flavor associated with the fat. 

Loss of solubility and browning accompany staling (12, 15). Doob et al. 
(8) have published extensive data on the influence of moisture on the browning 
of dried whey and skimmilk. Tarassuk and Jack (21) have reported on the 
browning reaction in whole milk powder and ice cream powder since this inves- 
tigation was completed. McCreary (16) has noted a decrease in soluble lactose 
in dried milk stored for a year at room temperature. 

Lea et al. (15) noted the disappearance of oxygen in sealed cans of both skim 
and whole milk powders and the production of carbon dioxide. 

Chapman and McFarlane (3) developed a method for determining acid ferri- 
eyanide reducing substances in dry milk and reported that they increased in 
dry whole milk stored in contact with the atmosphere. Modifications of the 
method and indications as to the source of the reducing materials have been pre- 
sented by Lea (14) and Crowe et al. (6). 

The production of fluorescent materials has been demonstrated to be asso- 
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ciated with the deterioration of certain foods. Jenness and Coulter (13) have 
reviewed the literature on this subject and have suggested a method for evaluat- 
ing the fluorescence characteristics of dry milk based on successive extractions 
with (a) 67 per cent acetone, (b) 20:80 acetone—ether and (c) 10 per cent 
KCI, and determinations of the blue fluorescence of each solution. 

The browning reaction recently has been reviewed by Cantor et al. (2). 
Maillard, in the original publications concerning the reaction which now bears 
his name (Maillard or browning reaction), reported that the evolution of carbon 
dioxide, production of water (12 moles of water for every mole of carbon di- 
oxide) and the formation of water-insoluble products accompanied the browning. 
Maillard also concluded that atmospheric oxidation played no part in the re- 
action. 

Pearce (18) compared the suitability of a number of objective tests with 
subjective scores of palatability, and concluded that palatability was the most 
precise. This conclusion is not surprising considering the complexity of the 
system and the deficiencies in information concerning the deteriorative changes 
which occur. 

The purpose of this research was to study changes which occur in dry whole 
milk during storage other than those associated with the lipides, and to secure 
some information on the effects of moisture, oxygen and temperature on these 
changes. 

MATERIALS 

Some observations were made using simplified systems as described by Jen- 
ness and Coulter (13). Briefly, these were prepared from acid-precipitated 
casein, dialyzed-milk serum protein, filtered milk fat, a concentrate of fat- 
globule ‘‘membrane’’ from washed cream and commercial samples of lactose 
and ascorbic acid and were dried from the frozen state. 

Unless otherwise noted the experimental work to be reported on dry whole 
milk involved two large lots of powder, one (lot 384) of commercial origin 
and the other (lot K33) manufactured in an experimental spray drier in the 
University laboratories, using a standard procedure comparable to commercial 
practice. Portions of each lot were adjusted by exposure to humid air to secure 
samples varying in moisture content from 2.0 to about 5.0 per cent. The sam- 
ples were canned and nitrogen-packed to secure oxygen levels ranging from ap- 
proximately 1.0 to 6.0 per cent. Samples at each moisture and oxygen level 
were stored at 20, 37 and 60° C. The samples of the commercial powder stored 
at 60° C. were lost due to failure of the heat regulator of the incubator. The 
samples stored at 60° C. were analyzed at 10-day intervals up to 50 days, those 
at 57° C. at 4-week intervals up to 16 or 20 weeks and those at 20° C. at 8-week 
intervals up to 32 weeks. Some data were secured on other lots of dry whole 
milk manufactured in the experimental drier. 


EXPERIMENTAL 


Change in flavor on storage. Over 1,000 samples of dry whole milk repre- 
senting both commercial and experimental production were scored by a selected 
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panel of five judges. A flavor described as ‘‘burnt feathers’’ was recognized 
in 84 samples. In only 9 instances was this criticism used in describing the 
flavor of dry whole milk containing less than 2.0 per cent moisture. Unless ob- 
seured by tallowiness or the caramelized flavor of powder which had become 
‘‘brown,’’ it was recognized in virtually all samples of stored powder contain- 
ing more than 3.0 per cent moisture. Although it appeared more rapidly at the 
higher temperature, it was recognized in dry whole milk stored at 20, 37 and 
60° C. 

The flavors of the stored powders in lots 384 and K33 are typical. After 
10 days at 60° C. the powder at the two highest moisture levels (3.81 and 4.49 
initial) was brown and had the characteristic caramelized flavor. After 8 weeks 
at 37° C. and 16 weeks at 20° C., all samples, regardless of oxygen level, which 
contained more than 2.5 per cent moisture, were criticized as having the burnt 
feathers flavor. At the lower moisture levels, the samples were criticized as 
stale and finally tallowy at oxygen levels above 4.0 per cent. 

In an attempt to determine the source of the burnt feathers flavor, frozen- 
dried simplified systems were prepared consisting of calcium phosphocaseinate 
with and without the addition of one or more of the following constituents: lac- 
tose, butterfat, serum protein, fat-globule membrane material and ascorbic acid. 
These were stored at 37° C. over sulfuric acid-water mixtures to obtain vapor 
pressures comparable with dry whole milk of low (2.5 per cent) and high (5.0 
per cent) moisture. The calcium phosphocaseinate systems remained virtually 
unchanged in flavor. Those containing the phosphocaseinate and lactose, either 
with or without the addition of the other constituents, acquired the characteristic 
burnt feathers odor at the higher vapor pressure, and a characteristic stale 
flavor at the lower vapor pressure. The burnt feathers flavor therefore appears 
to be associated with lactose-protein changes and appears in high-moisture but 
not in low-moisture powder. The characteristic stale flavor that develops in 
normal dry whole milk probably is a composite of flavors resulting from lactose- 
protein changes and oxidation of the lipids. The flavor designated in this study 
as burnt feathers is probably the same as that described by others as ‘‘gluey.’’ 

Relation of moisture content to flavor deterioration. The importance of mois- 
ture content to the overall deterioration of gas-packed dry whole milk is shown 
graphically in figure 1. The samples involved are those gas-packed at the two 
lowest oxygen levels (below 2.0 per cent) from lots 384 and K33. Although, 
as shown by Lea et al. (15) and Coulter (4), the rate of loss in score of ade- 
quately gas-packed dry whole milk is not a straight line function of time but 
decreases with time, the total loss in score at any time interval can be used as 
an index of the overall rate of deterioration. The average weekly loss in score 
was computed from the difference between the original (fresh) score and the 
score after storage for the longest period of time, or in the case of the higher 
moisture samples at the higher storage temperatures, from the difference be- 
tween original score and that at the last period at which an actual score was 
given. The logarithms of the weekly loss in score at 20, 37, and 60° C. with 
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one lot and at 20 and 37° C. with the other lot are shown in figure 1 plotted 
against the moisture content. The rate of loss in score appears to increase 
logarithmically with increase in the moisture content. Considerable variability 
in the rates of loss in score between the different lots of powder at any given 
moisture content and temperature is evident. It is realized that since the rate 
of loss in score of dry whole milk is not a straight line function of time, the 
comparisons made are empirical; however, the conclusions are believed to be 
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Fig. 1. The relationship of moisture content of dry whole milk to rate of loss in flavor score. 


valid when dealing with adequately gas-packed dry whole milk. Holm and 
Greenbank (11) have shown that the minimum moisture content is not optima! 
in preventing tallowiness of air-packed powder. Gyorgy et al. (9) and Wil- 
liamson (23) have presented evidence indicating that certain antioxidants re- 
quire moisture for effectiveness. 

Acid ferricyanide reduction. The total and non-protein acid ferricyanide 
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reducing capacity was determined using the method described by Crowe et al. 
(6). Initial trials were made using 9 lots (162 samples) of spray-dried whole 
milk produced on the experimental drier. The moisture content of the lots 
was varied within the range of 1.32 to 4.78 per cent. In some instances mois- 
ture variation was secured by drying to different levels, in others by exposing 
portions of the powder in thin layers to a humid atmosphere. Part of the 
powder in each lot was packed in air in no. 2 cans, and part was gas-packed in 
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Fig. 2. Change in acid ferricyanide reducing capacity of dry whole milk stored at 60° C. 


nitrogen to secure an oxygen level of less than 2 per cent. The powder was 
stored at 60 + 1° C. and samples for analysis removed at intervals up to 432 
hours. 

The data for one group of samples which are graphed in figure 2 show an 
increase in both total acid ferricyanide reducing substances and non-protein 
acid ferricyanide reducing substances with time of storage at 60° C. Since the 
relationship appears to be essentially linear, the regression line for each powder 
was computed. The rate of production of acid ferricyanide reducing sub- 
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stances increases with increase in the moisture content of the powder. The 
data for the other samples (not presented) indicate a similar relationship. 

To show in a more striking manner the relationship of the moisture content 
of the powder to the production of acid ferricyanide reducing substances, the 
log slopes of the regression lines were plotted against the average moisiure con- 
tents of the samples (fig. 3). An increase in the moisture content of the 
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Fig. 3. The relationship of moisture content of dry whole milk to rate of inerease in 
acid ferricyanide reducing capacity during storage at 60° C. 


powder is accompanied by a logarithmic increase in the rates of production of 
both total and non-protein acid ferricyanide reducing substances. The data 
clearly indicate that the oxygen content of the atmosphere in contact with the 
samples is without effect on the rate of production of acid ferricyanide reduc- 
ing substances. 

The above observations were supplemented by data secured on lots 384 and 
K33. The results for the changes in the acid ferricyanide reducing capacity of 
the samples stored at 60° C. are plotted in figure 4. Since the oxygen level was 
without effect on the production of acid ferricyanide reducing substances, the 
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values shown for each moisture level are averages for the samples at the four 
oxygen levels. 

The previously demonstrated linearity in the rate of production of acid ferri- 
eyanide reducing substances in dry whole milk stored at 60° C. is not main- 
tained, particularly in the high moisture powders, on storage for longer than. 
10 days. In fact, a maximum may be reached followed by an actual reduction 
in the acid ferricyanide reducing capacity. This indicates a secondary reaction 
involving the non-oxidative utilization of the acid ferricyanide reducing sub- 
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Fig. 4. Change in acid ferricyanide reducing capacity of dry whole milk stored at 60° C. 


The rate of production of acid ferricyanide reducing substances in each 
sample was computed from the initial and 10-day values. These data plotted 
against moisture content in figure 3 confirm the relationship between the mois- 
ture content of the powder and the log of the rate of production of acid ferri- 
eyanide reducing substances during the initial storage period. 

The data on the reducing capacity of the samples stored at 37 and 20° C. 
are summarized in tables 1 and 2. Since the oxygen level appears to have been 
without effect on the reducing capacity, only the average values for the samples 
at any given moisture level are shown. The initial reducing capacity of the 
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TABLE 1 
Effect of storage at 37° C. on the acid ferricyanide reducing capacity of dry whole milk 


Reducing capacity (as mgms. cysteine—HCl/gm.) 


moisture Weeks storage 
Initial 4 8 12 16 20 
Lot 384 
1.89 4.00 3.70 3.50 3.24 3.34 4.23 
2.29 3.98 3.60 3.56 3.63 3.44 4.14 
3.69 3.96 3.78 3.70 3.95 3.65 3.96 
4.39 3.90 4.05 5.61 6.22 8.55 9.47 
Lot K33 
1.75 1.61 1.96 1.88 1.74 1.86 
" 2.82 1.75 1.97 1.86 1.91 2.08 
3.81 1.58 2.05 2.07 2.28 2.38 
4.33 1.61 2.28 2.16 2.86 2.72 


commercial powder (lot 384) was somewhat greater than twice that of the 
powder made in the experimental drier (lot K33). This difference may be due 
in part to a greater reducing capacity of the fluid milk, but probably is due 
primarily to differences in heat treatment during processing [see Crowe et al. 
(6)]. There was a slight decrease in the acid ferricyanide reducing capacity 
of the samples stored at 20° C., and except for the powder of the highest mois- 
ture content (4.39%), there was a slight decrease in the acid ferricyanide re- 
ducing capacity of the commercial powder up to 16 weeks storage at 37° C. The 
values at 20 weeks were about equivalent to those for the fresh powder. The 
acid ferricyanide reducing capacity of the semples highest in moisture increased 
materially during storage. The reducing effect of the low-moisture experi- 
mental powder samples was virtually unchanged during storage for 16 weeks 
at 37° C., but there was a definite, although minor, increase in the higher mois- 
ture samples. 


TABLE 2 
Effect of storage at 20° C. on the acid ferricyanide reducing capacity of dry whole milk 


Reducing capacity (as mgms. cysteine—HCl/gm.) 


% 
moisture Weeks storage 
Initial 8 16 24 32 
Lot 384 
1.90 4.00 3.46 2.97 3.32 3.11 
2.32 3.98 3.49 2.94 3.32 3.05 
3.81 3.96 3.51 3.28 3.19 3.10 
4.46 3.90 3.49 3.30 3.30 3.11 
Lot K33 

1.75 1.61 1.61 1.56 1.49 1.45 
2.82 1.75 1.61 1.64 1.47 1.47 
3.81 1.58 1.72 1.55 1.49 1.49 


4.41 1.61 1.71 1.77 1.53 1.56 
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Fie. 5. Change in non-protein indophenol reducing capacity of dry whole milk stored at 60° C. 


These data demonstrate the marked effect of temperature on the rate of pro- 
duction of acid ferricyanide reducing substances. At 20° C. the rate is so slow 
as to be negligible. At 37° C. the reaction is of minor importance except in 


powders of higher moisture content. 
Ascorbic acid changes. The apparent ascorbic acid content of the samples 


ASCORBIC 


ACID PER GRAM OF POWDER 


NON- PROTEIN INDOPHENOL REDUCING CAPACITY AS MGM. 


st 


DAYS STORAGE AT 60°C. 


Fig. 6. Change in non-protein indophenol reducing capacity of dry whole milk stored at 60° C. 
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was determined on the protein-free filtrates titrating with 2,6-dichloro-ben- 
zenoneindophenol. The protein-free filtrates were secured by precipitation 
either with tungstic acid in the manner described by Crowe et al. (6), or with a 
mixture of trichloracetic and metaphosphoric acids according to the procedure 
outlined by Doan and Josephson (7). In the presence of oxygen, the ascorbic 
acid is gradually oxidized in dry whole milk. As shown in figures 5 and 6, 
substances which r-::ct with indophenol are produced particularly in powders 
of higher moisture. 

Fluorescence changes. Fluorescence was determined by the method of Jen- 
ness and Coulter (13). Since the oxygen content appeared to be without effect 
on fluorescence changes during storage, the results at each moisture level have 
been averaged without regard to oxygen level. 

No change in fluorescence of either extract I or II resulted from storage at 
20° C., but sample 384 showed a marked increase in fluorescence of extract III 
which was not duplicated by sample K33. The greater susceptibility of sample 
384 to development of fluorescence was even more apparent on storage at 37° C. 
Sample K33 exhibited scarcely any increase in fluorescence of extract I and 
only a small iacrease in extract III during storage for 16 weeks at this tem- 
perature. In sample 384, on the other hand, marked increases in fluorescence 
of both of these extracts occurred. The fluorescence of extract II was unaffected 
in either sample. Figure 7 shows the changes in fluorescence of sample K33 
during storage for 50 days at 60° C. Under this more drastic condition, the 
fluorescence of extract I increased sharply if the moisture content was suffi- 
ciently high, and some increase was noted in fluorescence of extract II. The 
effect on extract III is interesting in that at moisture contents in excess of 
about 4 per cent, the initial sharp rise was followed by a pronounced decrease 
in fluorescence, due either to destruction or insolubilization of the fluorescing 
materials. 

In general, then, it appears that temperature and moisture level determine 
whether and to what extent fluorescing materials are produced during storage. 
A considerable difference between powders in susceptibility to production of 
these materials is also evident. 

Production of carbon dioxide. The head-space gas of the cans was analyzed 
for carbon dioxide and oxygen with a Fisher Precision Gas Analyzer equipped 
with a Continental Can Company sampling device. All readings were com- 
puted to standard temperature and pressure in the manner described by Coulter 
and Jenness (5). 

Carbon dioxide was produced at rates varying with the temperature and the 
moisture content. Typical data for the powder held at 60° C. are shown in 
figure 8. Since the rate of production of CO. appears to be essentially a straight 
line function of time over the period studied, the regression line for each powder 
was computed. The log slopes of the regression lines for the samples held at 
60 and 37° C. are shown iu figures 9 and 10, plotted against the moisture con- 
tent. The 60° C. data include those for lot K33 and those for the samples in 
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K33A 1.81% moisture 
K33B 292% moisture 
K33¢c 487% moisture 
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Fig. 7. Change in extractable fluorescence of dry whole milk stored at 60° C. 
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the initial 9 lots all of which were held for only 10 days. Although the data 
show considerable scatter, it is evident that production of CO, at any given tem- 
perature is an exponential function of the moisture content. The effect of oxy- 
gen level on the rate of production of CO, is not entirely clear. As shown in 
figure 9, the rate of production cf CO, in the air-packed samples appears to be 
slightly higher than in the gas-packed samples. However this difference is far 
from uniform, and the effect of the oxygen level, if it is a factor, is minor in 
comparison to that of the moisture content. Production of CO, in the samples 
held at 20° C. was so slow that consistent rate data were not obtained. 

Since the powder absorbs some of the carbon dioxide, Coulter and Jenness 
(5) and Pearce (19), the total carbon dioxide produced cannot be computed 
from the volume and analysis of the gas. 


40 


MOISTURE 
K33A 181%  Y=0.22+0.023X , 
K33B8 292%  Y=0.274+0.050X , [++0.98 
K33C 487% , +0.99 
K33D 5.70% Y=0.38+0.738X , 
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Fie. 8. Change in per cent CO, in head-space gas of dry whole milk stored at 60° C. 


Oxygen utilization. Only a limited amount of data were secured which 
were adequate to establish rates of oxygen utilization. These were for the 
initial nine jots which were held at 60° C. for 10 days. The regression lines 
for oxygen utilization for each of the air-packed samples were computed and 
log slopes of the regression lines are shown plotted against the per cent moisture 
in figure 11. These data indicate that the rate of oxygen utilization increases 
logarithmically with increase in the moisture content. With these samples there 
was a very high correlation (+ 0.92) between the rate of oxygen utilization and 
earbon dioxide production. Since the rate of carbon dioxide production was 
only slightly greater in the air-packed than in the nitrogen packed samples, 
direct oxidation involving the free-space oxygen can play only a minor role in 
carbon dioxide production. 

Production of water. The moisture content of the samples was determined 
at each examination period using the American Dry Milk Institute toluene dis- 
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Fig. 9. Relationship of moisture content to rate of increase in CO, in head-space gas of 
dry whole milk stored at 60° C. in air and nitrogen. Sample K33 was stored at oxygen levels 


ranging from about 1 to 6 per cent. 
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tillation method. Since the oxygen content appears to be without effect on 
changes in the moisture content during storage, the results at each moisture 


TABLE 3 
Effect of storage at 60° C. on the moisture content of dry whole milk 
Days of storage 
0 10 20 30 40 50 
% moisture 
1.90 1.90 1.60 1.80 1.76 1.90 
2.88 3.00 2.95 2.95 2.89 3.02 
3.81 4.13 4.95 5.13 5.25 5.95 
4.49 5.15 5.94 5.78 6.24 6.53 
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level have been averaged without regard to oxygen level. The data for the 
samples stored at 60° C. are shown in table 3. There was a definite increase 
in the moisture content of the samples having initial moisture levels of 3.81 and 
4.49 per cent but not in lower moisture content samples. There was no change 
in the moisture content of any of the samples stored at 37 and 20° C. 

Change in protein solubility. The soluble nitrogen of the samples was de- 
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Fig. 10. Relationship of moisture content to rate of increase in CO, in head-space gas 
of dry whole milk stored at 37° C. 


termined on an aliquot taken from the center portion of the centrifuge tube 
following treatment of the milk according to the American Dry Milk Institute 
method for solubility index. This method was not entirely satisfactory for 
those samples which had become brown, since the treatment did not effect a 
sharp separation of the insoluble material. Filtration of the brown samples 
was found more satisfactory. The results for the sample stored at 60° C. are 
summarized in table 4. Since the oxygen level was without effect on protein 
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Fie. 11. Relationship of moisture content to rate of decrease in oxygen content of head- 
space gas of dry whole milk stored at 37° C. 


insolubilization, the values reported are the averages at each moisture level. 
At the end of 50 days storage, the soluble nitrogen in the samples containing 
4.49 per cent moisture had been reduced to 6 per cent of the original value. 
This means that virtually all of the protein was rendered insoluble by the ex- 
perimental conditions. The solubility of the nitrogengus substances was not 


TABLE 4 


The effect of moisture level and storage at 60° C. on the lactose, soluble nitrogen and 
pH of dry whole milk 


% \actose® Soluble N (Mg. per 100 ml.) pH 
Storage 
period Initial % Moisture 
in days 


1.90 2.87 3.81 4.49 1.90 2.87 3.81 4.49 1.90 2.87 3.81 4.49 


0 36.30 36.65 36.05 36.03 503 502 505 508 6.47 6.49 6.49 6.41 
10 36.05 34.30 33.67 33.27 506 495 90.2 70.3 6.49 6.46 6.17 5.87 
20 35.30 33.30 33.17 32.40 504 482 52.7 39.7 6.47 6.32 5.63 5.64 
30 35.20 33.23 32.57 31.57 502 458 38.6 33.0 6.45 6.48 5.43 5.38 
40 34.85 33.06 32.20 31.37 489 452 36.4 30.3 6.42 6.40 5.32 4.97 
50 35.75 33.55 32.56 31.57 495 468 29.5 30.4 6.48 6.32 5.10 4.99 


Moisture-free basis. 
> The average of two filtered samples, the average of two centrifuged samples being 394. 
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affected by storage at 60° C. at the 1.90 per cent moisture level and only slightly 
affected at 2.87 per cent moisture. The solubility of the protein was unchanged 
in all of the samples stored at 37 and 20° C. 

Change in lactose content. The lactose was determined by a modification of 
the chloramine-T method of Hinton and Macara (10), which is based on the 
stoichiometric oxidation of the aldehyde group of the sugar. Zine hydroxide 
was used for the deproteinization of the milk as suggested by McDowell (17). 

The per cent of lactose in the samples stored at 60° C. is shown in table 4. 
Since the oxygen level did not affect the lactose content, the values shown are 
the averages at each moisture level. Storage of dry whole milk with an initial 
moisture content of 4.49 per cent at 60° C. for 40 days resulted in a maximum 
loss of 15 per cent of the lactose as measured by this method. The lactose de- 
creases most rapidly during the first 10 or 15 days of storage under these con- 
ditions. The tendency for an increase in the lactose content at 50 days over 
that at 40 days may be due to a reduction of the chloramine-T reagent by the 
increased concentration of competitive reducing systems in the browned milk. 
The decrease in reducing sugar at the 1.90 per cent moisture level was only 4 
per cent. 

The lactose content of the samples stored at 37 and 20° C. was unchanged. 

Changes in pH. The pH of the reconstituted samples was determined using 
a Leeds and Northrup glass-electrode pH meter. The pH values for the samples 
stored at 60° C. are shown in table 4. The data reported are average values at 
each moisture content, as the oxygen level had no affect on the pH of the recon- 
stituted milk. There was a marked decrease in the pH of the samples having 
an initial moisture content of 4.49 per cent; a lesser decrease at the 3.80 and 
2.87 per cent moisture levels; but none at 1.90 per cent. The pH of the samples 
stored at 37 and 20° C. for 20 and 32 weeks, respectively, was unchanged. 


DISCUSSION 


Minimal oxygen levels are considered desirable for the storage of dry whole 
milk to prevent oxidative changes. Minimal moisture levels have not been con- 
sidered optimal, because some moisture is necessary for the effectiveness of cer- 
tain antioxidants. In adequately gas-packed powder, however, oxidation can- 
not occur. 

Numerous changes take place in dry whole milk during storage which are 
accelerated by increase in the moisture level. These include development of 
stale, or, at higher moisture levels, a burnt feathers flavor, production of acid 
ferricyanide reducing substances, production of carbon dioxide and utilization 
of oxygen. The rate of change of each of these, at least during the initial 
stages, has been shown to increase logarithmically with increase in moisture 
content. Other changes also increasing in rate with increase in moisture con- 
tent but for which adequate rate data were not secured are: production of in- 
dophenol reducing substances, production of water, production of extractable 
fluorescent materials, browning, loss of lactose, increase in acidity and loss of 
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protein solubility. Thus, in adequately gas-packed dry whole milk, a minimal 
moisture content appears to be desirable; however, the rates of change in every 
instance are very slow in powders containing 2 per cent or less moisture. 

Barker (1) in 1933 observed a logarithmic increase in the rate of heat de- 
naturation of egg albumin with increase in the relative vapor pressure. He 
explained his observations on the basis that the relative humidity affected the 
freedom of the water molecules to move between and among the relatively im- 
mobile protein molecules and aggregates. He considered this interpretation 
pertinent regardless of whether the water was a reactant or merely a medium 
in which the reaction occurred. A similar relationship appears to hold for the 
reactions involved here. 

Although vapor pressure determinations were not made on the samples in- 
volved in these trials, determinations on other samples covering the same range 
in moisture content showed that there is an essentially linear relationship be- 
tween the per cent moisture and the relative vapor pressure. 

All of the reactions mentioned are accelerated greatly by increase in tem- 
perature. The magnitudes of the various changes are unimportant except in 
samples which are higher in moisture than is considered desirable in commer- 
cial practice. Therefore, none of the objectively measurable changes can be con- 
sidered as an effective index of deterioration in commercial dry whole milk. 


SUMMARY AND CONCLUSIONS 


The following non-lipid changes occur in dry whole milk during storage: 
development of a stale or burnt feathers flavor, production of acid ferricyanide 
and indophenol reducing substances, production of carbon dioxide, utilization of 
oxygen, production of waiter, production of extractable fluorescent materials, 
browning, loss of lactose, increase in acidity and loss in protein solubility. All 
of these changes increase in rate with increase in moisture content and tem- 
perature but appear to be relatively unaffected by oxygen. 

The rate of change in those variables for which adequate data were obtained 
increased logarithmically with increase in the vapor pressure of the water in the 
system, at least during the initial stages. 
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ABSTRACTS OF LITERATURE 


BOOK REVIEWS 


390. The artificial insemination of dairy cattle. A handbook and laboratory 
manual. H. A. Herman AND F. W. MappEN. 95 pp. Lucas Bros., 
Columbia, Mo. 1947. : 


This manual is designed especially for use in teaching laboratory work in 
courses dealing with the artificial insemination of dairy cattle. It also should be 
of interest and value to managers, technicians and field workers in artificial breed- 
ing associations, as well as others interested in the technics employed. 

Twelve of the 20 exercises deal with the collection, examination, dilution, stor- 
age and transportation of bull semen .ad insemination of the cow. Particular 
emphasis is placed on laboratory methods for evaluating the quality of semen. 
Brief illustrated discussions of the anatomy and physiology of the reproductive 
organs of the bull and cow are presented, along with exercises covering pregnancy 
determination and reproductive troubles of dairy. cows. In addition to reviewing 
some of the factors involved in the selection, management and care of sires, there 
are exercises ptrtaining to the organization of artificial breeding associations and 
record keeping. 

The questions and references found at the end of each exercise’ should be of 
special aid to the student in comprehending and enlarging upon the principal 
points presented. For teaching at the college level, the authors suggest that this 
handbook be supplemented liberally with more detailed lecture material. 

J. O. Almquist 


391. Standard methods for the examination of dairy products. 9th Edn. 
$4.00. American Public Health Association, 1790 Broadway, New York 
19,N. Y. 1948. 


This long-awaited new edition of the standard publication in this field con- 
stitutes a distinct departure in the presentation of the material covered. Because 
of the expanded coverage, cross references have become essential to avoid much 
undesirable duplication. The separation of discussion of application from the 
actual directions for the test in question should simplify use of the book by the 
various interested groups. Drs. Robertson and Black are to be commended for 
their editorial work, for they have integrated the material on the various tests 
in a manner which makes a very definite contribution to the usefulness of the 
publication. 

Only a few of the specific changes will be enumerated. Incubation of plates 


ABSTRACTS OF LITERATURE 


for plate counts now is specified at either 32 or 35° C. (No indications of toler- 
ances allowable are given.) The 1-hour and triple-reading procedures for the 
resazurin test are recognized. Hourly inversion of both methylene blue and 
resazurin reduction tests becomes the standard procedure. The section on sedi- 
ment testing has been enlarged considerably. Laboratory procedures for the 
phosphatase test are recognized in the main body of the publication, and field tests 
are incorporated in the chapter on ‘‘Screening Tests’’. In this chapter also are 
included many tests or modifications of tests which will serve for routine control 
but which are considered unsuitable for official or regulatory action. In addition 
to methods for assay for vitamin D, methods for thiamine, riboflavin and niacin 
are given, being quoted from the twelfth revision of the United States Pharmo- 
cqapia and the second bound supplement therof. 

This ninth edition of Standard Methods is a volume which should be consulted 
repeatedly in every dairy control laboratory in the country and should be read, 
at least in part, by all who have occasion to use or interpret the results of labora- 
tory control of dairy products in manufacturing or merchandising activities. 

F. E. Nelson 


BACTERIOLOGY 


392. Newly proposed staining formulas for the direct microscopic examination 
of milk. B.S. Levine anp L. A. Buack, U. 8. Public Health Service, 
Cincinnati, Ohio. Am. J. Pub. Health, 38, 9: 1210-1218. Sept., 1948. 


A two-dip staining procedure was adopted. for study using 0.6% methylene 
blue in 95% ethyl] alcohol to stain the prepared smears after defatting. Also a 
single dip stain, free from water and acid was prepared as follows: 0.6 g. certified 
methylene blue powder, 50 ml. of 95% ethyl alcohol and 50 ml. of technical grade 
tetrachlorethane. A comparison of the carbolated methylene blue stain, Newman- 
Lampert stain and the water- and acid-free stain proposed by the authors showed 
that bacteria and leucocyte counts of raw milk obtained by the carbolated 
methylene blue and the Newman-Lampert stain agreed closely. However, in the 
smears stained by the authors’ procedure, the bacteria count averaged 94% higher 
and the leucocyte count averaged 9% below either of the other two methods used. 
The use of a polychrome methylene blue stain resulted in counts of both bacteria 
and leucocytes higher than when the carbolated methylene blue stain was used, 
but lower than those obtained with the acid- and water-free stain. No polychrome 
effects were noticed in the raw milk smears. The data obtained indicate that the 
water- and acid-free stain will yield maximal counts. D. D. Deane 


393. The bacteriological examination of ice cream. Part 2. Joyce CRANFIELD, 
Edinburgh University. Dairy Inds., 8, 8: 800-804. Aug., 1948. 


One hundred samples of ice cream were tested by a modified methylene blue 


test with a pre-incubation period of 17 hours at atmospheric shade temperature 
below 20° C. Ninety per cent of samples with plate counts of more than 200,000 
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organisms per ml. and £. coli present in 0.01 ml. were graded as 3 or 4 by the 
methylene blue reduction test. One hundred per cent of samples with plate 
counts of less than 200,000 organisms per ml. were graded 1 or 2 by the methylene 
blue test. 

Results are given on 20 samples of ice cream to show the change in the total 
count and £. coli content after (a) refrigeration overnight and (b) standing at 
atmospheric temperature overnight. Overnight refrigeration tends to bring 
about a slight increase in plate count but a decrease in the coliform content. In 
most cases, the correlation between the plate count and coliform content and the 
grading of the samples according to the methylene blue test was unchanged by 
overnight refrigeration. The plate count always increased and the coliform con- 
tent frequently increased when samples were held at room temperatures over- 
night. Little correlation was found between the results of the tests carried out 
on the second day and the grading of the samples according to the methylene blue 
test on samples held overnight at room temperature. G. H. Watrous 


394. The resazurin test—a review of the literature from 1940-1948. D. W. 
Watson. Dairy Inds., 8, 8: 751-762. <Aug., 1948. 

A fairly complete collection of the most important papers from 1940 to 1948 
is presented under the headings: (a) Synthesis and standardization of the dye; 
(b) Technic; (¢) Fundamental work; (d) Mastitis and abnormal milk; and (e) 
Modifications, practical applications, and comparisons with other tests. 

G. H. Watrous 


395. Esters of vanillic acid as spore-controlling agents. F.R. Evans anp H. R. 
CurraN. Bureau of Dairy Industry, U.S.D.A., Washington, D.C. 
Food Research, 13, 1: 66. Jan.—Feb., 1948. 

The spore-controlling action of 4 vanillic acid esters in milk at 0.10 and 0.15% 
concentrations was studied over periods of 3 to 4 months against cultures com- 
prising 20 mesophilic aerobes, 10 thermophilic aerobes, and four mesophilic 
anaerobes, temperature of storage being 20, 37 or 52° C. 

Isobutyl vanillate was the most efficient preservative. In 0.15% concentra- 
tion, all samples remained unchanged over the storage period. N-butyl vanillate 
was slightly ‘ess effective, particularly against anaerobes. Ethyl vanillate de- 
layed but seldom prevented growth. Sodium benzoate in 0.15% conceniration 
in milk was relatively ineffective as a spore-inhibiting agent but had little effect 
on flavor. However, a like amount of the vanillates produced a distinctly objec- 
tionable flavor. The action of the reagents was judged to be primarily sporistatic. 

F. J. Doan 


396. A new and rapid method for the preparation and standardization of 
_ Brucella Ring Test antigen. R. M. Woop, Dept. of Bact., Johns Hop- 
kins School of Medicine, Baltimore, Md. Am. J. Pub. Health, 38, 

9: 1225-1227. Sept., 1948. 


The author proposes a new and more rapid method of preparing the antigen 
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used in the Ring test for Brucella agglutinins in milk. A smooth strain of 
Brucella abortus is grown in broth for 24-48 hours to obtain massive growth, 
harvested, treated with phenol and held at 60° C. for 1 hour, then chilled, centri- 
fuged and the supernatant discarded. After resuspension in distilled water, the 
cells are filtered through glass wool, washed twice more and then resuspended in 
2 volumes of distilled water. The suspended cells are then stained with hema- 
toxylin, centrifuged down and washed with distilled water until the supernatant 
is colorless. After resuspending in 0.85% saline containing 0.5% phenol, the 
stained antigen is standardized and checked for sensitivity Substitution of the 
stained Brucella antigen for the unstained antigen normally used in either the 
slow tube or rapid plate method of serum agglutination results in an endpoint that 
is seen more easily. The author found the Ring test method, using the stained 
antigen as described, was fully as sensitive and had fewer sources of error than 
the whey titration for detecting Brucella agglutinins in milk. D. D. Deane 


397. The bacterial activity of “racemized casein”, caseose, and the four dia- 
stereoisomeric leucylleucines. S. W. Fox, Y. Kopayasui, S. MELvIN, 
AND F.. N. Minarp, Chem. Lab., Ia. State College, Ames. J. Am. Chem. 
Soe. 70, 7: 2404-2406. 1948. 


Experiments with racemized casein and caseose indicate that a polypeptide 
preparation containing a larger proportion of D-amino acid residues than occurs 
in tyrocidine is without appreciable antibacterial activity when tested against 
Escherichia coli or Lactobacillus arabinosus 17-5. H. J. Peppler 


398. Pasteurization of liquid-egg products. IV. Destruction of coliforms. 
A. R. WinTER anv G. F. Stewart, Ia. Agr. Expt. Sta., Ames, AND MARIAN 
Wrzin, Ohio State Research Foundation, Columbus. Food Research, 
13, 1:11. Jan—Feb., 1948. 


Coliform bacteria were found in all (134) samples of commercial liquid, 
frozen and defrosted whole egg. Those found in u ‘frozen, liquid whole egg 
samples were destroyed more easily by pasteurization than those found in de- 
frosted liquid whole egg samples. Pasteurization of unfrozen and defrosted 
liquid whole egg samples at 146° F. for 0.5 minute, 144° F. for 1.0 minute, 142° 
F. for 1.5 minutes and 140° F. for 2.5 minutes totally destroyed the coliform 
bacteria in all but one of the samples. ; F. J. Doan 


CHEESE 


399. Composition control of cheddar cheese. H. L. Witson, Kraft Foods Co., 
Chicago, Ill. Southern Dairy Products J., 44, 2:30-42. Aug., 1948. 


The following conditions tend to increase the moisture content and the opposite 
conditions tend to decrease it: less starter, more rennet, cutting curd as firm as 
possible, lower cooking temperature within a range of 98-102° F., less agitation, 
pushing back curd sooner before draining, packing curd deeper, cutting into wid 2r 
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slabs, piling sooner, faster and higher, lower temperature during cheddaring, 
shorter cheddaring time, milling into larger pieces, shorter periods of forking 
after milling and salting, shorter holding period after salting and the use of 
larger size hoops. 

Lower moisture content of the curd and the addition of the salt more slowly 
and in more applications tend to increase the salt content. The uniformity of 
salt content is increased by uniform distribution of salt, uniform depth of curd 
in vat, forking curd from ends and sides into the center of vat, and ditching 
the curd to allow the whey to run off. Piling the curd and allowing it to stand 
as long as possible, but still be able to free it of lumps, will tend to eliminate 
mechanical holes. Alternate piling and forking must be repeated until the salt 
is thoroughly dissolved. F. W. Bennett 


400. Brown discoloration in malted process cheese. I. Huynxa Anp E. G. 
Hoop. Division of Chemistry and Division of Bactericlogy and Dairy 
Research, Dept. of Agriculture, Ottawa, Canada. Food Research, 13, 
3: 213. May-June, 1948. 


Experiments with malted cheese (a blend of process cheese with malt syrup) 
revealed that the browning defect to which this cheese is subject is caused by an 
interaction of amino acids and proteins of the cheese with aldose sugars in the malt 
and results in an accompanying increase in titratable acidity and lowering of pH. 
It was concluded that malted cheese can be protected from this color defect by 
additions of sulfites or sulfur dioxide, the use of which is regulated in foods by 
the various departments of health and/or foods chemistry. F. J. Doan 


401. Cottage cheese. G. C. NortH, anp L. Littie. (Assigned to Beatrice 
Creamery Co.). U. S. Patent 2,446,550. 3 claims. Aug. 10, 1948. 
Official Gaz. U. S. Pat. Office, 613 (2), 364. 1948. 


Cottage cheese is prepared by cutting enzyme coagulated curd at a whey 
acidity of between 0.25 and 0.45%, cooking to obtain a rubbery tough body, freez- 
ing the curd and then hacaiae to produce a firm bodied and smooth textured 
product. R. Whitaker 
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402. Vitamin A content of Cuban Cow’s milk and of liver oils of Cuban sea 
sharks. J. J. ANauLO, R. F. Cow.Ey, ALBERTO MAIRERO, AND CESAR: 
FuENTES, School of Medicine, Havana University and Laboratory of 
Compania de Pesca del Valle, S. A.. Havana, Cuba. Food Research, 13, 
1:1. Jan—Feb., 1948. 


Fifteen samples of cow’s milk obtained from Havana cafeterias during the 
late summer and autumn indicated that boiled milk contained the greatest 
quantity of vitamin A and carotene, followed in order by Grade A milk (raw or 
pasteurized). The higher levels encountered in the boiled milk were attributed 
to the loss of water as a result of boiling. The levels of vitamin A and carotene 
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in Cuban Grade A milk were higher than values in the literature for Guernsey 


milk and considerably higher than for Holstein, Brown Swiss and Jersey milk. 
F. J. Doan 


403. The specific refractive increment of some purified proteins. G. E. PERL- 
MANN, AND L. G. LonaswortH. Rockefeller Institute for Medical Re- 


search. J. Am. Chem. Soc., 70, 8: 2719-2724. 1948. 


Data were obtained for the quantitative interpretation of the electrophoretic 
patterns of bovine serum, beta lactoglobulin, egg albumin, human serum and 
human gamma globulin. By means of a hollow, prismatic cell and the optical 
equipment of the Tiselius electrophoresis apparatus, the refractive index incre- 
ments of solutions of the purified proteins were measured as a function of protein 
concentration, temperature and wav’ length of incident light. The changes in 
specific refractive increment occurring on titration of the protein with alkali, 
in the presence of neutral salts and after equilibration with buffers, also were 
determined. H. J. Peppler 


DISEASES 


404. Brucellosis in industry. C. F. Jorpan, Iowa State Dept. Health. Ind. 
Med., 17, 5: 176-180. May, 1948. 


Consideration is given to the subject of brucellosis as related to industry. 
Discussion is based on epidemiologic investigation and on a series of 2,405 case 
reports assembled during the period, 1940-1946, through interest and courtesy 
of Iowa physicians. Disregarding 25% of the patients who gave no history © 
of contact with animals, attention is directed to the larger number (75%) in 
Iowa who gave the history of direct contact with farm animals (hogs, cows, 
sheep, goats) prior to onset of symptoms. [Illness in this group is shown to be 
closely associated with occupations including male farm workers, packing house 
employees, veterinarians, stock dealers and locker and rendering plant workers. 
Special consideration is given to the meat packing industry, to measures aimed 
at eradication of brucellosis in farm animals and at prevention of human illness. 
With cooperative effort on the part of all interested agencies and individuals, 
it is certain that continued application of control and preventive measures will 
reduce the vital hazards of direct contact with infected tissues in proportion 
as further progress is made toward eradication of brucellosis in farm animals. 

Ruth E. L. Berggren 


405. Brucellosis (undulant fever). G. R. TuREMAN, JR., 26 W. Williamsburg 
Road, Richmond, Virginia. Virginia Med. Monthly, 75, 1: 32-38. Jan., 
1948. 

From the work of many reliable investigators, brucellosis in man has been 
shown to be far more prevalen’. than previously conceived. It is not a self- 
limited disease running its course in a few days to a few months. Specific 
therapy, in the form of heat-killed organisms from abortus strains, offers the 
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greatest hope of cure or improvement in chronic cases. The disease should 
be considered in all cases of fever of undetermined origin and clinical pictures 
of a bizarre nature. In making a diagnosis, a combination of all the laboratory 
tests together with clinical findings should be utilized. The methods of pre- 
vention should be stressed, especially in those areas where the disease is commonly 
recognized. Cases of habitual abortion, in which other causes have been ruled 
out, should be investigated for brucellosis. Ruth E. L. Berggren 


ICK CREAM 


406. Dealers profits in dipping bulk ice cream. V.M. Rasurro. Ice Cream 
Trade J., 44, 8: 44-47, 96-100. Aug., 1948. 


Tests conducted in New York City have shown that the average ice cream 
dealer, based on today’s costs and selling prices, is making a gross profit of 
better than 40% without figuring overhead, refrigeration, insurance, ete. Mark- 
ups on bulk ice cream ranged from 25.2 to 160.4%. Three dealers had a gross 
of 60% or more, 2 had 50%, 15 had 40%, 15 had 30% and 5 had 20% or more. 

Another survey in New York City showed that the average gross profit was 
47.8% The average contents of a 10-quart can was sold to consumers in the 
following form : 2.875 half pints ; 3.5 pints ; 0.925 quarts ; 14.475 cones ; 1.75 dishes ; 
5.125 sundaes ; 13.2 sodas; 9.425 malted and some slight sales going into shakes, 
floats, banana splits, ete. The average retail selling prices were: half pints, 25 
cents ; pints, 45 ; quarts, 90; cones, 8 ; sundas, 25; dishes, 20; sodas, 20 and malted, 
20 cents. W. H. Martin 


407. Ice cream cutting and discharging device. H. A. AuHerr. U.S. Patent 
2,444,486. 8 claims. July 6, 1948. Official Gaz. U. S. Pat. Office, 612, 
(1): 153. 1948. 


A scoop which delivers a half sphere of uncompressed ice cream is charac- 
terized by a rotating round bowl and a fixed perpendicular member for discharg- 
ing the molded ice cream. R. Whitaker 


408. Milk products and the like containing algin compound. V. C. E. Le- 
GuoaHEE. (Assigned to Algin Corp. of America). U.S. Patent 2,445,- 
750. 3 claims. July 27, 1948. Official Gaz. U. S. Pat. Office 612 (4): 

921. 1948. 
‘When the acid radical of algin is partially satisfied with calcium and partially 
with an alkali metal, yielding a final pH of at least 7, it forms a desirable stabi- 


lizer for ice cream and other dairy products. The proportion of calcium, as 
metal, to algin is from 3.1 to 3.5% by weight. R. Whitaker 


PHYSIOLOGY 


409. Penicillin blood and milk concentrations in the normal cow following 
parenteral administration. Marx WELSE, P. H. Lanoemr, R. L. Burk- 
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HART, AND C. R. ScHROEDER, Lederle Lab. Div., American Cyanamid Co., 
Pearl River, N. Y. Science, 108, 2799: 185-187. August 20, 1948. 


The purpose of this report is not to suggest the parenteral administration 
of penicillin for the treatment of mastitis. Penicillin can be localized in the 
udder by intramammary infusions without as rapid loss as when the drug is 
administered parenterally, and higher concentrations can be achieved on smaller 
dosage and less frequent administration. However, there is diffusion of penicillin 
from blood to milk. The total dosage of an antibiotic or a sulfonamide used 
during the course of treatment is relatively unimportant. However, the dose- 
time-weight relationship is important. Ruth E. L. Berggren 


410. Physiological action of sodium carboxymethylcellulose on laboratory 
animals and humans. H. A. SHELANSKI AND A. M. CLARK, Smyth Labo- 
ratories, Philadelphia, Pa. Food Research 13, 1:29. Jan.-Feb.,1948. 


This rather extensive investigation corroborates previous studies showing 
that sodium carboxymethyl cellulose (C.M.C.) is harmless physiologically when 
ingested, even in large amounts, by various animals and humans. These studies 
presented evidence indicating that ‘‘C.M.C.’’ is not absorbed from the intestinal 
tract, but is almost quantitatively in the feces. F. J. Doan 


MISCELLANEOUS 


411. Supporting rack for milk strainers. H. E. Murpocx. U. S. Patent 
2,445,859. 2 claims. July 27, 1948. Official Gaz. U. S. Pat. Office, 
612, (4):950. 1948. 


A simple wire rack is described for holding a strainer in place in a separator 
bowl. R. Whitaker 
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HOW TO SEPARATE 
A CAT FROM A MOUSE 


@ Simply a matter of screening...a useful 
trick for a mouse to know. In fact, screening is 
a useful trick in any trude...even the salt 
business! 


You see, in the salt business we’ve got to fit the 
salt to the job. Butter-makers don’t want large, 
slow-dissolving crystals in Butter Salt. We re- 
move the “big ones” so completely, you won’t 
find even a trace on a 28-mesh Tylor screen. 
But they don’t want fine dust, either, to cause 
pasting in the churn. Diamond Crystal Butter 
Salt contains only 3% of particles small enough 
to pass through a 65-mesh screen! 

Yes, it’s as vital to the butter-maker that we 
remove over-sized and under-sized salt crystals 
...as it is to the mouse to screen out that cat. 
(Well, almost as vital! ) 


Happily for the mouse, he got results. And so 
do we at Diamond Crystal. That’s why you can 
always be sure of clean screening whenever you 
specify Diamond Crystal. Take your choice of 
grade or grain size— it’s tops by actual tests! 


Want Free Information on Salt? Write Us! 


If you have a salt problem, let our Tech::ical 
Director help! Just drop him a line in care of 
Diamond Crystal Salt, Dept. H-11, St. Clair, 
Michigan. 
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in the making and curing of 
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Acid-Klenz is an organic acid de- 
tergent that is highly effective for the 
removal of milkstone and the retard- 


* dairy opera ing of bacterial growth on all milking 
more and milk producing equipment. 
om lete, efficient, convenient, Dairy farms and plants as well as 


economical cleaning and cream stations find it equally effec- 
tive for stabilizing hard water, 


disinfecting. Technical information emulsifying milk fats and suspending 
milk solids quickly and effectively. 


available upon request. 
teat Chem-o-Shot proportioning equipment 
Your inquiry is invited. gives accurate control to prede- 
termined pH level for guaranteed 
results. 


Write for special literature describing 
fully the Klenzade method of main- 
taining Sparkling Clean Milk Cans. 
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perfect breeder’s reference piece. 


breeder. 


FOR YOUR WINTER READING PLEASURE— 


HOLSTEIN | 
HANDBOOK 


YOUR 52-page Holstein Handbook in color is waiting for your order here at 
the headquarters office, available now and in quantity for only 25¢ per copy! 


Answering your questions informally, yet completely, the Handbook is the 
Liberal use of real-life illustrations and 
basic charts make it interesting as well as informative reading for any Holstein 


Now’s the time to order your copy of the Holstein Handbook. 


Shortly after we receive your order your copy will be on its way. 


THE HOLSTEIN-FRIESIAN ASSOCIATION OF AMERICA 


Brattleboro, Vermont 
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FLAV-O-LAC FLAKES 
(shown) produce a quart of the finest 
starter on a single propagation. Single 
bottles $2.00. 

SPECIAL FLAV-O-LAC FLAKES ‘40” 
produce 40 quarts of starter on a single prop- 
agation. Single bottles $3.50. Plus postage. 
Free Cultural Manual of Fermented Milk 
Products on request. 


THE 
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New York Baltimore Washington 
See our catalog in Dairy Industries Catalog 


BREEDER’S EQUIPMENT CO. 


Supplies for Artificial Insemination of Animale 


FLOURTOWN, PA. 


ARTIFICIAL INSEMINATION 


A technical service which contributes so 
much to the Dairy Industry is worthy of 
the recognition accorded to other scientific 
achievements in the same field. 


The technician engaged in this work is a 
true specialist who requires special equip- 
ment, designed and manufactured for a 
special purpose. 

The period of makeshift and improvised 
apparatus is past. 

Our facilities are devoted exclusively to 


the production of the most efficient instru- 
ments for successful artificial insemination. 


Write for a copy of our newest catalog, 
which is now available. 


Your advertisement is being read in every State and in 25 Foreign Countries 
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Sensational 


Gaulin ROTATING 
Homogenizing VALVE 


THE Gaulin Rotating Homogenizing Valve Assembly was developed to insure a constant uniformity of 
product at all times. The rotating action of the valve on the seat keeps these surfaces lapped together, 
eliminating any possibility of grooving. Perfectly ground surfaces combined with positive manual adjust- 
ment of clearances guarantees uniformity day in and day out. . 


This Rotating Valve Assembly is now available on all new Gaulins and may be installed on Gaulins in the field. 
. It is manufactured under Colony Patent #2389486 by the Manton Gaulin Mfg. Co., Inc.—oldest manu- 
facturers of Homogenizers in the United States. Write now for full information. 


a MANTON GAULIN MFG. CO., INC. 
B> 44 Garden Street © Everett 49, Mass. 


HOMOGENIZERS .. HIGH PRESSURE PUMPS 


Orvus, the time-tested wetting agent 
and synthetic detergent 


—speeds cleaning action 


0 vus loses on of its cleaning effi- 
—hoosts the efficiency of the alkali g 


ciency in hardest water. Easy to use.. 


—assures thorough emulsification economical .. .a little goes a long way 
—reduces bottle re-runs, particularly in your soaker tanks. 
on chocolate drink bottles For further particulars about Orvus, write 
—decreases solution drag-out by PROCTER & GAMBLE 
greatly lowering surface tension P.O. BOX 599 — CINCINNATI 1, OHIO 


Your advertisement is being read in every State and in 25 Foreign Countries 
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NOTICE TO CONTRIBUTORS 


Authorship of Original Articles and Reviews.—Space in the Journal is reserved 
for the publication of original research voluntarily submitted by members of the 
association to the JoURNAL and review articles by invitation. In the case of joint 
authorship the membership ruling applies to one author only. 

Papers that have already appeared in print or that are intended for simulta- 
neous publication elsewhere will not be accepted. 

Manuscripts.—Manuscripts should be submitted in double spacing on one side 
of suitable 84” 11” paper. The original ecopy—not the carbon—should be fur- 
nished, packing it flat—not rolled or folded. All illustrative and tabular material 
should accompany the manuscript. The position of each illustration and of each 
table should be clearly indicate’ in the text. 

In the case of manuscripts, other than review articles prepared by invitation, 
that contain more than 12 printed pages, the author is charged at the rate of $5.00 
per page for all pages in excess of twelve. This charge is omitted in the ease of 
articles of extraordinary merit. 

Manuscripts voluntarily submitted, when approved for publication, will be pub- 
lished in the order of their receipt. Manuscripts should be sent to the Editor, F. E. 
Netson, Dept. of Dairy Industry, Iowa State College, Ames, Iowa. 

Drawings.—Drawings, diagrams and charts for illustrations should be prepared 
for reproduction as line drawings or halftone engravings. The original drawings 
should be done in India ink on white or blue-white tracing cloth, tracing paper, or 
Bristol board and neatly lettered in India ink. Legendary material on the drawing 
should be neatly lettered in India ink—not typewritten. — 

The original drawings—not photographs of the drawings—should accompany 
the manuscript. [Illustrations not in proper finished form wili be prepared for pub- 
lication and the author charged for the cost of the work. 

Photographs.—Photographs for halftone reproductions should be glossy prints, 
free of all imperfections. 

Legends.—All illustrative materials, both drawings and photographs, should be 
accompanied by appropriate legends, typewritten on a separate sheet of paper. 

Tabular Material—Tabular material in the manuscript should be clear, concise 
and aceurate. Simple tables are more effective than complicated ones. If possible, 
tables should be so organized that they may be set crosswise of the page. In many 
instances it is possible to materially improve the appearance and usefulness of 
tabular material without sacrificing completeness of information, by condensing 
detailed data and presenting them in simple, summarized, tabular form. 

References.—References should be listed alphabetically as to authors and num- 
bered ; and citations in the text should be made by the number in parentheses, corre- 
sponding to the number in the reference list. 

Each reference should contain the following data in the following order: Name 
and initials of author or authors; title of the articles referred to (principal words in 
the titles of all articles should be capitalized) ; name, volume, number, page number 
and year of publication. 

Abbreviations of the titles of publications should conform to the standard set 
by the United States Department of Agriculture given in U. S. Dept. Agr., Misc. 
Pub. 337, April, 1939. 

For uniformity of punctuations the references should conform to the following 
example: (1) Jonss, L. W., anp Situ, J. D. Effect of Feed on Body of Butter. 
Jour. Datry Sct., 24(4) : 550-570. 1941. 

References should be carefully checked for accuracy by the author. 
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Detection of 
| COLIFORM BACTERIA 


BACTO-VIOLET RED BILE AGAR 
is recommended in ‘‘Standard Methods for the Examination of Dairy 
Products’’ for the direct plate count of the coliform bacteria. This 
medium is especially prepared for direct enumeration of coliform bac- 
teria in water, milk and other dairy or food products. Upon plates of 
medium prepared from this product subsurface colonies of the coliform 
types are generally surrounded by a reddish zone of precipitated bile. 
_ ] Due to the inhibitory action of the medium toward other types accurate 
counts are obtained after incubation for only 18 hours. 


| BACTO-BRILLIANT GREEN BILE 2% 
| is recommended for the detection of coliform bacteria. This medium | 
| i conforms in every way to the brilliant green lactose peptone bile de- 
| scribed in ‘‘Standard Methods for the Examination of Dairy Products”’ | 
| and in ‘‘Standard Methods of Water Analysis” of the American Publie | 
] Health Association. Results obtained by the direct inoculation of 
| water, milk and dairy products or other food materials into fermenta- _—‘if 
tion tubes of this medium are reliable and accurate. ] 


BACTO-FORMATE RICINOLEATE BROTH 
is also employed for the detection of coliform bacteria. The medium is } 
used in fermentation tubes which are inoculated directly with the | 
sample or dilution. Bacto-Formate Ricinoleate Broth conforms to the 
‘*Standard Methods’’ formula. 


| Specify “DIFCO” 
THE TRADE NAME OF THE PIONEERS 
In the Research and Development of Bacto-Peptone and Dehydrated Culture Media. 
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